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I. Basis of the report 



The basis of this international preliminary examination is the application as originally filed. 

Non-establishment of opinion with regard to novelty, inventive step and industrial 
applicability 



The question of whether the claimed invention appears to be novel, to involve an 
inventive step, or to be industrially applicable has not been the subject of the 
international preliminary examination in respect of the claims which have not been 
searched (Article 17(2)(a) or (3) and Rule 66.1 (e) PCT); see also international search report). 

V. Reasoned statement under Rule 66.2(a)(ii) with regard to novelty, inventive step or 
industrial applicability ^ 



To the extent that the international preliminary examination has been carried out (see item 
III above), the following is pointed out: 

in light of the documents cited in the international search report, it is considered 
that the invention as defined in at least some of the claims, which have been the 
subject of an international search report, does not appear to meet the criteria 
mentioned in Article 33(1) PCT, i.e. does not appear to be novel and/or to involve 
an inventive step (see international search report, in particular the documents cited 
X and/or Y and corresponding claim references). 
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International application No. 
PCT/GB 00/03792 


International filing date (day/month/year) 

04/10/2000 


(Earliest) Priority Date (day/month/year) 

04/10/1999 


Applicant 

ISIS INNOVATION LTD. et al . 



This International Search Report has been prepared by this International Searching Authority and Is transmitted to the applicant 
according to Article 18. A copy is being transmitted to the International Bureau. 

This International Search Report consists of a total of 3 sheets. 

pr[ It is also accompanied by a copy of each prior art document cited in this report. 



1 . Basis of the report 

a. With regard to the language, the intematlonat search was carried out on the basis of the international application In the 
language In which It was filed, unless otherwise indicated under this Item. 

I I the international search was carried out on the basis of a translation of the International application furnished to this 
Authority (Rule 23.1 (b)). 

b. With regard to any nucleotide and/or amino acid sequence disclosed In the international application, the international search 
was carried out on the basis of the sequence listing : 

I I contained in the international application in written form. 

filed together with the international application In computer readable form. 



2. 
3. 



□ 
□ 
□ 
□ 

□ 

□ 
□ 



furnished subsequently to this Authority in written form, 
furnished subsequently to this Authority in computer readble form. 

the statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

the statement that the information recorded in computer readable form is identical to the written sequence listing has been 
furnished 

Certain claims were found unseardiable (See Box I). 
Unity of invention is lacking (see Box II). 



4. With regard to the title, 

Pn the text Is approved as submitted by the applicant. 

I I the text has been established by this Authority to read as follows: 



5. With regard to the abstract, 

[X| the text is approved as submitted by the applicant. 

I I the text has been established, according to Rule 38.2(b), by this Authority as It appears In Box Itt. The applicant may, 
' — ' within one month from the date of mailing of this international search report, submit comments to this Authority. 

6. The figure of the drawings to be published with the abstract is Figure No. 



I I as suggested by the applicant. [X| None of the figures. 

I I because the applicant failed to suggest a figure. 

I I because this figure better characterizes the Invention. 
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Continuation of Box 1.2 

Claims Nos.: 32,33,39 not searched; 1-31,34-38 partially 



Present claims relate to an extremely large number of possible 
compounds/methodS/kits . Support within the meaning of Article 6 PCT 
and/or disclosure within the meaning of Article 5 PCT is to be found, 
however, for only a very small proportion of the compounds/methods/kits 
claimed. In the present case, the claims so lack support, and the 
application so lacks disclosure, that a meaningful search over the whole 
of the claimed scope is impossible. 

Moreover claims 1-38 relate to compounds/methods/kits defined by 
reference to a desirable characteristic or property, namely "moiety binds 
to a receptor on said cell that recognises an MHC peptide complex" 
"method including a step of detecting that binding of the moiety has 
occured", "method wherein the temperature Is lowered", "method Including 
a step to remove cells binding to moiety at lower specificity" "sorting 
cells into different types", "active agent", therapeutic agent", 
"diagnostic agent", "toxin", "immunosupressant" , "a label", "agent that 
1s active when internalised", etcetera, etcetera, etcetera. 
The claims cover all compounds/methods/kits having these characteristics 
or properties, whereas the application provides support within the 
meaning of Article 6 PCT and/or disclosure within the meaning of Article 
5 PCT for only a very limited number of such compounds/methods. In the 
present case, the claims so lack support, and the application so lacks 
disclosure, that a meaningful search over the whole of the claimed scope 
is impossible. Independent of the above reasoning, the claims also lack 
clarity (Article 6 PCT). An attempt Is made to define the compound/method 
by reference to a result to be achieved. Again, this lack of clarity In 
the present case is such as to render a meaningful search over the whole 
of the claimed scope impossible. Consequently, the search has been 
carried out for those parts of the claims which appear to be clear, 
supported and disclosed, namely those parts relating to the examples with 
due regard to those variants specifically mentioned in claims 14,15,25-29 
and to the general idea underlying the present application. 
Claims 32,33 referring to an apparatus for performing a method does not 
contain technical features or characteristics of said apparatus, neither 
support in the application and therefore has been disregarded for the 
purpose of the search. 

Claim 39 does not contain any technical feature and therefore has been 
disregarded In the search of the present invention. 

The applicant's attention is drawn to the fact that claims, or parts of 
claims, relating to Inventions In respect of which no international 
search report has been established need not be the subject of an 
international preliminary examination (Rule 66.1(e) PCT). The applicant 
is advised that the EPO policy when acting as an International 
Preliminary Examining Authority Is normally not to carry out a 
preliminary examination on matter which has not been searched. This is 
the case irrespective of whether or not the claims are amended following 
receipt of the search report or during any Chapter II procedure. 
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(57) Abstract: MHC peptide complexes or derivatives thereof can bind to T cell receptors in a specific manner at much higher 
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Binding Agents 

The present invention relates to binding agents and to methods and uses in respect 
of such agents. More specifically, it relates to binding agents useful in targeting 
cells with receptors that recognise MHC peptide complexes and to methods and uses 
in respect of such agents. 

Within the context of this specification the word comprises" is taken to mean 

includes among other things''. It is not intended to be constmed as ""consists of 
only". 

All documents cited herein are hereby expressly incorporated by reference. 

Where preferred or optional features are described in connection with particular 
aspects of the present invention, they shall be deemed to apply mutatis mutandis to 
other aspects of the invention imless the context indicates otfaerwise. 

The following documents describe moieties of multimeric complexes. 

Allan, D.S., M. Colonna, L.L, Lanier, T.D. Churakova, J.S. Abrams, S.A. 
Ellis, A.J. McMichael, and V.M. Brand, 1999. Tetrameric complexes of human 
histocompatability leukocyte antigen (HLA)-G bind to peripheral blood 
myelomonocytic cells. J Exp Med 189, no. 7:1149-56; 

Altman, J.D., P. Moss, P. Goulder, D.H. Barouch, W.M. McHeyzer, J.I. 
BeU, A.J. McMichael, and M.M. Davis. 1996. Phenotypic analysis of antigen- 
specific T lymphocytes. Science 274, no. 528494-6; 

Anichini, A., A. Molla, R. Mortarini, G. Tragni, I. Bersani, M. Di Nicola, 
A.M. Gianni, S. Pilotti, R. Dunbar, V. Cerundolo, and G. Parmiani. 1999. An 
expanded peripheral T cell population to a cytotoxic T lymphocyte (CTL)-defined, 

SUBSTITUTE SHEET (RULE 26) 
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melanocyte-specific antigen in metastatic melanoma patients impacts on generation 
of peptide-specific CTLs but does not overcome tumor escape from immune 
surveillance in metastatic lesions. J Exp Med 190:651-68; 

Bachmann, M.F., A. Gallimore, S. Linkert, V. Cerundolo, A. 
Lanzavecchia, M. Kopt, and A. Viola. 1999. Developmental regulation of Lck 
targeting to the CDS coreceptor controls signaling in naive and memory T cells. 
J Exp Med 189, no. 10:1521-30; 

Callan, M.F,, L. Tan, N. Annels, G.S. Ogg, J.D. Wilson, C.A. 
O'Callaghan, N. Steven, AJ. McMichael and A,B. Rickinson. 1998. Direct 
visualization of antigen-specific CDS + T Cells during the primary immune 
response to Epstein-Barr virus In vivo. J Exp Med 187, no. 9:1395-402; 

Dhodapkar, M.V., R.M. Steinman, M. Sapp, H. Desai, C. Fossella J. 
Krasovsky, S.M. Donahoe, P.R. Dunbar, V. Cerundolo, D.F. Nixon, and N. 
Bhardwaj. 1999. Rapid generation of broad T-cell immunity in hmnans after a 
single injection of mature dendritic cells. J Clin Invest 104, no. 2:173-180; 

Dxmbar, P.R., G.S. Ogg, J. Chen, N. Rust, P. Van der Bruggen, and V. 
Cerundolo. 1998. Direct isolation, phenotyping, and cloning of low-frequency 
antigen-specific cytotoxic T lymphocytes from peripheral blood. Curr Biol 8:413- 
416; 

Dunbar, P.R., P. Romero, D. Vahnori, M. Pittet, G.S. Ogg, D. Rimoldi, 
J.L. Chen, D. Lienard, J.C. Cerottini, and V. Cerundolo. 1998. Ex vivo staining 
of metastatic lymph nodes by class I major histocompatibility complex tetramers 
reveals high numbers of antigen-experienced tumor-specific cytolytic T lymphocytes 
[In Process Citation]. J Exp Med 188, no. 9:1641-50; 

Dunbar, P.R. J.L. Chen, D. Chao, N. Rust, H. Teisserenc, G.S. Ogg, P. 
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Romero, P. Weynants, and V. Cenmdolo. 1999. Cutting edge: rapid cloning of 
tumor-specific CTL suitable for adoptive immimotherapy of melanoma [In Process 
Citation]. J Immunol 162, no. 12:6959-62; 

Dyer, W.B., G.S. Ogg, M.A. Demoitie, X. Jin. A.F. Geczy, S.L. Rowland- 
Jones, AJ. McMichael, D.F. Nixon, and J.S. Sullivan. 1999. Strong human 
immunodeficiency virus (HIV)-specific cytotoxic T-lynq)hocyte activity in Sydney 
Blood Bank Cohort patients infected with nef-defective HIV type 1. / Virol 73, no. 
1:436-43; 

Gallimore, A., A. Glithero, A. Godkin, A.C. Tissot, A. Pluckthun, T. Elliott, 
H. Hengartner, and R. Zinkemagel. 1998. Induction and exhaustion of lymphocytic 
choriomeningitis virus-specific cytotoxic T lymphocytes visualized using soluble 
tetrameric major histocompatibility complex class I-peptide complexes. J Exp Med 187, 
no. 9:1383-93; 

Gray, CM., J. Lawrence. J.M. Schapiro, J.D. Altman, M.A. Winters, M. 
Crompton, M. Loi, S.K. Kundu. M.M. Davis, and T.C. Merigan. 1999. Frequency 
of class I HLA-restricted anti-HIV CD8-h T cells in individuals receiving highly active 
antiretroviral therapy (HAART). J Immunol 162, no. 3:1780-8; 

Lee. P.P.. C. Yee, P. A. Savage, L. Fong, D. Brockstedt, J.S. Weber, D. 
Johnson, S. Swetter, J. Thompson, P.D. Greenberg, M. Roederer, and M.M. Davis. 
1999. Characterization of circulating T cells specific for tumor-associated antigens in 
melanoma patients. Nat Med 5. no. 6:677-85; 

McMichael, A.J., and C.A. O'Callaghan. 1998. A new look at T cells. J Exp 
M^dl87, no. 9:1367-71; 

Mongkolsapaya, J., A. Jaye. M.F. Callan. A.F. Magnusen, A.J. McMichael, 
and H-C. Whittle. 1999. Antigen-specific expansion of cytotoxic T lymphocytes in 
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acute measles virus infection. / Virol 73, no. 1:67-71; 

Ogg, G.S., X. Jin, S. Bonhoeffer, P.R. Dunbar, M.A. Nowak, S. Monard, - 
J.P. Segal, Y, Cao, S.L. Rowland-Jones, V. Cerundolo, A, Hurley, M. Markowitz, 
D.D. Ho, D.F. Nixon, and A.J. McMichael, 1998. Quantitation of HTV-I specific 
cytotoxic T lymphocytes and plasma load of viral RNA. Science 279:2103-2106; 

Ogg, G.S., P.R. Dunbar, P. Romero, J.-L Chen, and V. Cerundolo. 1998. 
High frequency of skin-homing melanocyte-specific C3rtotoxic T lymphocytes in 
autoimmune vitiligo. J Exp Med 188, no. 6:1203-1208; 

Ogg, G. S., and A.J. McMichael. 1998. HLA-peptide tetrameric complexes. 
Curr Opin Immunol 10, no. 4:393-6; 

Ogg, G.S„ A.S. King, P.R. Dunbar, and A.J. McMichael. 1999. Isolation of 
himian immunodeficiency virus type 1 -specific cjrtotoxic T lymphocytes using HLA- 
coated beads. AIDS in press; 

Ogg, G.S., and A.J. McMichael. 1999. Quantitation of antigen-specific CD8 + 
T-cell responses. Immunol Lett 66, no. 1-3:77-80; 

Ogg, G.S., X. Jin, S. Bonhoeffer, P. Moss, M.A. Nowak, S. Monard, J.P. 
Segal, Y. Cao, S.L. Rowland-Jones, A, Hurley, M. Markowitz, D.D. Ho, A.J. 
McMichael, and D.F. Nixon. 1999. Decay kinetics of hunoan immunodeficiency virus- 
specific effector cytotoxic T lymphocytes after combination antiretroviral therapy. 
7 WTO/73,no. 1:797-800; 

Pittet, M.J., D. Valmori, P.R. Dunbar, D.E. Speiser, D. Lienard, F. Lejeune, 
K. Fleischhauer, V. Cerundolo, J.-C. Cerottini, and P. Romero. 1999. High 
firequencies of naive melan-A/MART-1 -specific CD8+ T cells in a large proportion 
of human histocompatibility leukocyte antigen (HLA)-A2 individuals. / Exp Med 
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190:705-16; 

Speiser, D.E., MJ. Pittet, D. Valmori, R. Dunbar, D. Rimoldi, D. Lienard, 
H.R. MacDonald, J.-C. Cerottini, V. Cenmdolo, and P. Romero. 1999. In vivo 
expression of natural killer ceil inhibitory receptors by human melanoma-specific 
cytolytic T lymphocytes. J Exp Med 190, no. 6:775-782; 

Spiegel, H.M., E, DeFalcon, G.S. Ogg, M. Larsson, TJ. Beadle, P. Tao, A.J. 
McMichael, N, Bhardwaj, C. O'Callaghan, W.L Cox, K. Krasinsld, H. Pollack, 
W. Borkowsky, and D.F. Nixon. 1999. Changes in frequency of HTV-l -specific 
cytotoxic T cell precursors and circulating effectors after combination antiretroviral 
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According to one aspect of the present invention there is provided a method con^rising 
binding a moiety to a cell at a temperature of greater than 5^Cy wherein said moiety 
binds to a receptor present on said cell that recognises an MHC peptide complex. 

Previously it has been thought that it was necessary to use low temperatures in order 
to achieve effective binding of such moieties to receptors. Temperatures used were 
about 4^C or below. It was completely imexpected to find that efficient binding can 
be achieved at much higher temperatures. Furthermore, the method of the present 
invention allows specific binding to occur to target cells at the relatively high 
temperatures used. This was also completely unexpected and provides a highly 
selective means of targeting cells expressing particular receptors. Targeting such cells 
has various diagnostic, therapeutic and research appUcations, as will be described later 
on. 

A preferred temperature for use in the method of the present invention is at least lO'^C 
or at least 30°C. More preferably it is ft-om 33 to 38'*C (e.g. 36 to 38°C). Most 
preferably it is about 37''C. 

The method of the present invention may include a step of detecting the moiety once 
binding has occurred. Detection may be performed at or close to a temperature 
discussed above - i.e. without substantial cooling. Alternatively, detection may be 
performed at a lower temperature (e.g. after cooling on ice). In this case, it is 
preferred to include a step of removing or reducing non-specific binding that may occur 
at a lower temperature prior to performing detection. Washing can be used to remove 
or reduce non-specific binding. 

In some circiunstances it may be desired to compare specific binding occurring at a 
temperature of the present invention with less specific binding that may occur at lower 
temperatures (e.g. at 4°C or below). A method including such a comparison is within 
the scope of the present invention. Such a method can be used to categorise the 
specificity of binding of receptors to Ugands (especially T cell receptors). Ligands with 
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high specificity may bind at both temperatures, whereas ligands of a lower specificity 
may bind only at the lower temperature or may not bind at all. 

The method of the present invention may include a step of sorting different types of 
cells from one another. Techniques for cell sorting are well known and mclude 
fluorescence-based techniques, such as FACS or sorting techniques based upon 
magnetism. Cells that have been sorted via a method of the present invention are 
within the scope of the present invention. They may be used as desired or stored for 
later usage. They may be amplified in culture to provided homologous cell lines. 
Such cell lines are also within the scope of the present invention. 

A moiety for use in the present invention preferably comprises an active agent. The 
term "active agent** refers to an agent having a desired function and also to an agent 
having that function only after processing by a target cell (e.g. a pro-toxin or a pro- 
drug). The active agent may, for example, be a therapeutically active agent or an 
agent useful in diagnosis or research (e.g. a label, such as a radiolabel, a fluorescence 
label, or a stain). It may be a biologically active molecule (e.g. a nucleic acid, 
cytokine, enzjone or hormone). The active agent can be associated with a part of the 
moiety involved in binding in a covalent or non-covalent manner. It may be present 
in or on a carrier (e.g. in or on a liposome). 

The present inventors have surprisingly found that an active agent can be internalised 
by a target cell after binding of the moiety to the cell. (Prior to the present invention 
there was no indication that intemalisation would occur). Desirably intemalisation is 
achieved by performing binding at a temperature used for the method of the present 
invention. The present invention therefore includes within its scope the use of a moiety 
as described above in achieving intemalisation of an active agent. Intemalisation is 
particularly useful since it can remove the agent from the vicinity of non-target cells. 
This can provide high specificity and/or high intensity of labeling (and therefore reduce 
the amount of label needed). It is therefore of major importance in research and 
diagnostic applications. It is also of major importance in therapeutic applications, 
because (in addition to reducing the amount of active agent needed) it can minimise 
side effects associated with such applications. 
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The present invention therefore includes a moiety comprising a first part that binds to 
a receptor that recognises an MHC peptide complex and a second part comprising an 
agent that is capable of being internalised by a cell expressing said receptor and of being 
active when internalised by said ceU, Moieties of tiie present mvention may comprise 
any component tiiat is desired to internalise in a target cell. Such components include 
therapeutic agents (e.g. toxins, immunosuppressive agents, etc), diagnostic agents, labels 
(e.g. fluorescent labels, radiolabels, stains etc), nucleic acid molecules, cytokines, 
enzymes, hormones, etc. In a preferred aspect of the mvention the component requires 
intemalisation in order to perform its function or performs its function better when 
internalised (e.g. it is a toxin that requires processing, such as saporin). However this 
is not essential. 

A moiety of the present invention is preferably cell-free (prior to binding). It may be 
in soluble form or it may be unmobilised. Immobilisation techniques are well known 
to those skilled in the art. They can be used to couple moieties of the present invention 
to an inert carrier (which is generally in solid or semi-solid form). For example, 
moieties of the present invention may be coupled to beads (which may be magnetic), to 
plates, to membranes, etc. 

Preferably, one embodiment of a moiety according to the invention comprises a 
diphtheria toxin molecule. More preferably, it is modified so that its ability to bind with 
its native receptor is negligible. Preferably tiiis ability is removed. More preferably, 
the diphtheria toxin molecule is modified by mutation, even more preferably at one or 
more amino acid sites selected from Lys 516 or Phe 530; more preferably one or more 
of these sites are mutated to Ala, Glu, Thr Ser or Val. Most preferably they are botii 
mutated to Ala; 

It will be appreciated that other toxin molecules could be included in addition to, or 
instead of, the diphtheria toxin molecule. Preferably they are modified to remove their 
ability to bind with their native receptors. 

The present invention includes apparatuses. A moiety of the present invention may 
ahready be present m an apparatus (e.g. an apparatus for use in treatment or diagnosis) or 
may be introduced into an apparatus at appropriate stage. The apparatus is preferably 
thermostatically controlled to provide incubation at temperature at which a method of the 
present invention can be performed. It may include a sealed chamber in which cells can 
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be admixed with a moiety of the present invention. The apparatus may include means for 
detecting binding of said cells with a moieQr of the present invention. An apparatus of the 
present invention may be in the form of a machine (e.g. a dialysis machine) comprising 
an inlet, an outlet and a chamber in which a method of the present invention is carried 
out. The machine may be set up to receive biological material from a patient (e.g. blood), 
treat it and then return it to the patient. 

Having described the present invention in general terms various aspects of the present 
invention will now be described in further detail: 

The invention has therapeutic uses. 

As indicated above, the present invention is useful in therapy. Thus moieties of the 
present invention may be used in the manufacture of medicaments for various treatments. 
A medicament will usually be supplied as part of a pharmaceutical composition. The 
pharmaceutical composition may include a pharmaceutically acceptable carrier and can be 
provided in a sterile form. It may be provided in unit dosage form. 

Pharmaceutical compositions within the scope of the present invention may include one 
or more of the following: preserving agents, solubilising agents, stabilising agents, wetting 
agents, emulsifiers, sweeteners, colourants, odourants, salts, buffers, coating agents or 
antioxidants. They may also contain other therapeutically active agents in addition to 
moetieis of the present invention. 

One therapeutic use of a moiety of the present invention is that of destroying harmful cells 
(especially harmful T cells) or rendering them less harmful. A moiety of the present 
invention can therefore comprise a part capable of destroying a target cell or rendering it 
less harmfid. Most immunotoxins are not selective, and will kill large numbers of 
potentially helpful T cells as well as harmful T cells they are intended to eliminate. In 
contrast, the present invention allows highly selective targeting of toxins to T cells (to the 
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level of single specificities). This can be achieved without substantial deleterious effect 
on other T cells. Hence the invention can allow effective treatment with reduced side 
effects in conditions in which T cells of given specificities are impUcated. One important 
use is the purging of transplantation material (e.g. of bone marrow and cord blood) or 
potentially harmful T cells. Another important use is in the treatment of allergic 
conditions and of autoimmune diseases, since aUergen-reactive T cells can be targeted and 
kiUed with a toxin. Alternatively, their harmful effects can be reduced by using an 
immunosuppressive agent. 

In some cases a moiety of the present invention may exert its effect simply by binding to 
a receptor of a target cell binding and blocking the binding of substances needed to 
activate a harmful response in said cell. Such a moiety does not require an active agent, 
but only the ability to bind the receptor. It is preferably used to mduce anergy of specific 
T cells, thereby inhibiting or reducing an immune response in which said T cells are 
unplicated. The present mvention includes moieties capable of doing this. For example 
a moiety of the present invention may comprise an inununosuppressive agent. 
Alternatively a moie^r of the present invoition can simply be used to block a T cell 
receptor in order to prevent stimulation of the T cell. Thus it can be used to induce 
anergy of specific T cells, thereby inhibiting or reducing an unmune response mediated 
by that T cell. 

The ability to mhibit immune system functions is known to be therapeutically useful in 
treating a variety of diseases such as aflierosclerosis, allergies, autoimmune diseases, 
certain malignancies, arthritis, inflammatory bowel diseases, transplant rejection and 
reperfusion injury. Specific diseases of interest include systemic lupus erythematosus; 
rheumatoid arthritis; polyarteritis nodosa; polymyositis and dermatomyosis progressive 
systemic sclerosis (diffuse scleroderma); glomerulonephritis; myasthenia gravis; Sjogren's 
syndrome; Hashimoto's disease; Grave's disease; adrenalitis; hypoparathyroidism; 
pernicious anaemia; diabetes; multiple sclerosis, and related d^yelinating diseases; 
uveitis; pemphigus and phenq)igoid cirrhosis; ulcerative colitis; myocarditis; regional 
enteritis: adult respiratory distress syndrome; local manifestations of drug reactions, such 
as dermatitis, etc., inflammation-associated or allergic reaction patterns of the skin; atopic 
dermatitis and infantile eczema; contact dermatitis; psoriasis; lichen planus; allergic 
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enteropathies; allergic rhinitis; bronchial asthma; transplant rejection, e.g. heart, kidney, 
lung, liver, pancreatic islet cell, etc., hypersensitivity or destructive responses to 
infectious agents; poststreptococcal diseases, e.g. cardiac manifestations of rheumatic- 
fever, and the like. 

Another therapeutic use of the present invention is in selecting particular cells for later use 
in therapy. A moiety of the present invention can be used to select particular cells from 
polyclonal populations of cells. Preferably it is used to select particular T cells. Selection 
can be performed in vitro. For example moieties of the present invention can be used to 
select cytotoxic T lymphocytes (CTLs) specific for particular antigens (often known as 
Ag-specific CTLs). It is possible to select for T cells of a single antigen specificity, even 
when they are rare cells found amongst many other T cells of different antigen specificity. 
This can be considered to be analogous to finding a needle in a haystack. This is useful 
in providing CTLs specific for antigens associated with various disorders - e.g. tumour, 
viral, bacterial or protozoan antigens. Such CTLs can be amplified if desired (e.g. by 
culturing die CTLs with cytokines, by using antigen stimulation, etc). The CTLs (either 
with or widiout activation) can be used in therapy - e.g. in treating cancer or in treating 
viral, bacterial or protozoan infection, etc. 

The present invention may be used in vivo for various applications. However in many 
cases it is preferred that it is used ex vivo. Material can be taken from a body, treated ex 
vivo and then used as desired. For example it may be stored, it may be returned to the 
body or may even be put into a di£ferent body (e.g. where material from a donor is 
provided to a recipient). Desirably treatment ex vivo is performed at a tenq)erature 
discussed above in relation to a method of the present invention. Instructions to use such 
a temperature may be included in a kit that also comprises one or moieties of the present 
invention. Such a kit is within the scope of the present invention. Treatment may be 
performed using an apparatus of the present invention. The apparatus may itself be 
provided in a kit together widi a moiety of the present invention and optionally also 
together with instructions for use. 
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As indicated above the present invention is particularly useful if it is desired to internalise 
agents for use in treatment. The present invention therefore encompasses within its scope 
the use of moieties of the present invention in the preparation of medicaments for treating 
disorders via the intemalisation of a therapeutic agent. 

The invention has diagnostic and research uses. 

The present invention is uselul in diagnosis and in research. It can be used to detect cells 
of mterest (which will usually be T cells, and will often be a specific type of T cell) in a 
given sample. As indicated above, greater specificity of binding (to the level of single 
antigen specificity) can be achieved using the present invention than is achievable using 
prior art methods. The present invention therefore provides greater reliability than prior 
art methods, since non-specific binding can be eliminated or significantly reduced. If 
desired cells can be quantified after binding. 

The present invention is useftil in characterismg or diagnosing a number of conditions, 
especiaUy conditions associated with T cell activation. Such conditions include 
autoimmune diseases, e.g. multiple sclerosis, myasthenia gravis, rheumatoid arthritis, type 
1 diabetes, graft vs. host disease. Grave's disease, etc; various forms of cancer, e.g. 
carcinomas, melanomas, sarcomas, lymphomas and leukemia. They also include 
conditions involving viruses, e.g. HIV-1, hepatitis, herpes viruses, enteric viruses, 
respiratory viruses, rhabdovirus, rubeola, poxvirus, paramyxovirus, morbillivirus, etc. 
Other pathogenic conditions can also be characterised/diagnosed - e.g. conditions 
involving bacterial or protozoan infection. T cell associated allergic responses / 
autoimmune responses may also be characterised / diagnosed e.g delayed type 
hypersensitivity or contact hypersensitivity involving T cells. 
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Of particular interest are conditions having an association with a specific peptide or MHC 
haplotype, where the subject bindmg complexes may be used to track the T cell response 
with respect to the haplotype and antigen. A large number of associations have been made 
in disease states that suggest that specific MHC haplotypes. or specific protein antigens 
are responsible for disease states. High specificity detection can be achieved using 
methods of the present invention. As examples, the activity of cytotoxic T cells agamst 
HIV infected CD4+ T ceils may be deteraimed with the subject methods. The association 
of diabetes with the DQB1*0302 (DQ3.2) allele may be investigated by the detection and 
quantitation of T cells that recognize this MHC protein in combination with various 
peptides of interest. The presence of T cells specific for peptides of myelin basic protein 
in conjunction with MHC proteins of multiple sclerosis patients may be determined. The 
antigenic specificity may be determined for the large number of activated T cells that are 
found in the synovial fluid of rheumatoid arthritis patients. It will be appreciated that the 
subject methods are applicable to a nimiber of diseases and inunune-associated conditions. 

The DNA sequence of single T cell receptors having a given antigen specificity can be 
determined by isolating single cells via a method of the present invention. Conveniently, 
flow cytometry may be used to isolate single T cells, in conjunction with single cell PGR 
amplification. In order to amplify unknown T cell receptor (TCR) sequences, ligation 
anchor PCR may be used. One amplification primer is specific for a TCR constant 
region. The other primer is ligated to the terminus of cDNA synthesized from TCR 
encoding mRNA. The variable region is amplified by PCR between the constant region 
sequence and the ligated primer. 

In addition to the nfiany specific diagnostic/research uses discussed above, it should be 
noted that the present invention is generally useful in the labelling of targeted cells 
(especially specific T cells). These cells may be present in biological samples (e.g. in 
biopsies). By using methods of the present invention labelling can be performed at higher 
intensity / more rapidly / with greater specificity than with prior art methods. 
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Having described various uses of the present invention, moieties useful in the present 
invention will now be described in greater detail. 

As indicated above, a moiety of the present invention is capable of binding a receptor on 
a cell that is recognized by an MHC peptide complex. The MHC complex is preferably 
an MHC class I peptide complex, although it may be an MHC class n peptide complex. 
Desirably the MHC class I or MHC class n part of the complex is himian. The peptide 
is preferably of non-human origm (e.g. of pathogenic origin), although in some cases it 
may be of human origin (e.g. if it is part of a protein associated with autohnmune 
diseases, cancers, etc.) 

Preferably the moiety itself comprises an MHC peptide complex or a derivative thereof 
that retains ability to bind the receptor. The derivative can be any strucmre that 
accommodates a peptide so as to present it for recognition by a T cell receptor in the same 
or an analogous manner to that in which it is presented by the MHC peptide complex. 
Preferably the derivative comprises a grooved structure that accommodates the peptide. 
Such structures are well known m MHC class I and class n complexes and are shaped so 
as to accommodate relatively short peptides. In the case of the MHC class I complex, the 
peptide will usually be from about 6 to about 12 (e.g. from 6 to 8) amino acids long. 
In the case of the MHC Class U peptide complex the peptide will usually be from about 
6 to about 20 (e.g. from 10 to 18) amino acids long. . At least in the case of the MHC 
class I complex, the groove will generally be shaped so as to exclude peptides of lengths 
greater than those discussed above. Here the groove is formed between al and a2 
domains. In the case of the MHC Class 11 complex, the groove is formed between al and 
al domains. 

In moieties of the present invention it is preferred that the domains referred to above are 
present or that derivatives are present having substantial sequence identity therewith. 
(The term "derivative" is used herein to include fragments and variants. Fragments may 
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be of any appropriate length, but are usually at least 25% or at least 50% of the length of 
the relevant structure, based upon the number of amino acid residues. Variants may be 
naturally occurring or non-namrally occurring. They include allelic variants and also 
include members of the GDI family and non-classical MHC molecules, such as HLA E). 

One or more of the following (or derivatives thereof having substantial sequence identity 
therewith) may also be present: 

a) an a3 domain comprising a disulphides bond and B2 microglobulin (for MHC class I 
con^lexes) 

b) an al domain and a B2 domain (for MHC class II complexes). 

As indicated above the present invention can include various derivatives having substantial 
sequence identity with known polypeptide structures. The term "substantial sequence 
identity" means at least 50% sequence identity, preferably at least 75%, at least 90% or 
at least 95% sequrace identity. For the purposes of the present invention, sequence 
identity may be determined, for example, by comparing sequence information using the 
GAP computer program, version 6.0 described by Devereux et al. (NucL Acids Res, 
12:387, 1984) and available from the University of Wisconsin Genetics Computer Group 
(UWGCG). The GAP program utilises the alignment method of Needleman and Wunsch 
(/. Mol. Biol. 48:443, 1970), as revised by Smith and Waterman (Adv. AppL Math 2:482, 
1981). The preferred default parameters for the GAP program include: (1) a comparison 
matrix (using a score of 1 for identities and 0 for non-identities), and the weighted 
comparison matrix of Gribskov and Burgess, Nucl. Acids Res. 14:6745, 1986, as 
described by Schwartz and Dayhoff, eds.. Atlas of Protein Sequence and Structure, 
National Biomedical Research Foundation, pp. 353-358, 1979; (2) a penalty of 3.0 for 
each gap and an additional 0. 10 penalty for each symbol in each g^; and (3) no penalty 
for end gaps. Where high degrees of sequence identity are present there may be relatively 
few sequence differences. Thus for exan^jle diere may be less than 20, less tfian 10, or 
even less than 5 differences. 
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There are various ways of providing moieties for use in the present invention. For 
example proteolytic cleavage can be used to provide soluble protein subunits from 
membrane-bound complexes present on cells. Alternatively these may be provided by 
genetic engineering techniques. The soluble units may then be associated together 
(after purification) in the presence of a desired peptide. 

Moieties useful in the present invention include multimeric complexes of MHC protein 
subunits and a peptide antigen, as disclosed in W096/26962. The uses of tiie 
complexes described in W096/26962 apply mutatis mutandis to other moieties within 
the scope of tiie present invention, at should of course be appreciated that 
W096/26962 contains no disclosure of the temperatures used in the present invention 
for achieving high specificity binding, high intensity labeling, etc., and also that 
W096/26962 does not disclose the feature of intemalisation that has been found by the 
present invrators.) 

It will be appreciated by tiiose skilled in tiie art tiiat moieties useful in the present 
invention include tetramers. Tetramers are well known to those skilled in the art. 
They are tetirameric arrays of MHC/peptide complexes. The complexes can be 
conjugated to avidin / streptavidin / derivatives tiiereof / otiier molecules. 
Biotinylation may be used in such conjugation. In the case of MHC class I complexes, 
an MHC class I heavy chain may be tirmcated of its transmembrane and cytoplasmic 
domain and folded by dUution around B2 microglobulin and a peptide. In tiie case of 
MHC class n complexes, MHC class H a and 6 chains may also be tiimcated of 
transmembrane and cytoplasmic domains and folded around a peptide. Here molecular 
links between chains may be provided (eg via a "Leucine zipper"). 

Tett-amers are disclosed in W096/26962 and in tiie papers referred to above. They can 
be used for the various applications of tiie present invention tiiat are discussed above, 
including tiierapeutic, diagnostic and research applications. By way of example, Mutis 
et al (Nature Medicine, 5, No 7, 839-842, July 1999) disclose tiie labeling of T cells 
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involved in graft versus host (GvH) disorders. The present invention can be used to 
target such cells more specifically than via the methods disclosed by Mutis et al. It can 
be used to selectively kill/render less toxic harmful donor T cells involved in GvH 
disorders (without causing substantial damage to other T cells, some of which may be 
beneficial - eg in providing the beneficial graft versus leukemia effect (GvL effect). 
Such selectivity represents a major advance over the total T cell depletion that is often 
practised. It can be used to treat cells rapidly (eg in a closed system) and does not 
require techniques such as cell sorting. 

From this description it will be appreciated that the present invention has a large 
number of important applications and also that many different moieties can be used in 
these applications. Data in support of the present invention is provided herein. The 
data provided is by way of example only and therefore should not be considered to be 
limiting. 

The invention will now be described in further detail by way of examples with 
reference to the drawings in which 

Figure 1 shows the effect of temperature on the staining of CTL cone 003 by 
tetramers incorporating peptide variants. The cytotoxicity and tetramer staining of 
CTL clone 003 specific for the HLA-A2. 1-restricted HIV epitope SLYNTVATL were 
assessed. A, Specific lysis of HLA-A2. 1-matched targets pulsed with 10-fold dilutions 
of variant peptides at an E:T ratio of 3:1. Data points represent the mean of three 
replicates. B, Temperature dependence of staining with tetramers folded around 
SLYNTVATL variant peptides and the A2 HTV-l reverse transcriptase peptide 
ILKEPVHGV (ILK). Staining is expressed as mean fluorescence for a homogeneous 
cell population and is an average of three experiments. C» Histogram plots of mean 
fluorescence intensity (MFI) for SLyand SLH variant tetramer staining at 4'*C, 23 ""C, 
and37**C. 
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Figure 2 shows the effect of temperature on the staining of CTL clone 5D8 by 
tetramers incorporating peptide variants. The cy toxicity and tetramer staining of CTL 
clone 5D8 specific for the HLA-A2.1 -restricted HIV epitope SLYNTVATL were - 
assessed. A, Specific lysis of HLA-A2. 1 -matched targets pulsed with 10-fold dilutions 
of various peptides at an E:T ratio of 3:1. Data points represent the mean of three 
replicates. B, Temperature dependence of staining with tetramers folded around 
variant peptides. Staining is expressed as mean fluorescence for a homogeneous cell 
population and is an average of two experiments. 

Figure 3 shows the effect of temperature on the staining of polyclonal CTL line 
868 by tetramers incorporating peptide variants. The cytotoxicity and tetramer staining 
of polyclonal CTL clone 868 specific for the HLA-A2.1 -restricted HTV epitope 
SLYNTVATL were assessed. A, Specific lysis of HLA-A2. 1 -matched targets pulsed 
with 10-fold dilutions of variant peptides at an E:T ratio of 3: 1 , Data points represent 
the mean of three replicates. B, Temperature dependence of staining with tetramers 
folded around variant peptides. Staining with tetramer containing an HLA-A2.1- 
restricted epitope from HTV-l reverse transcriptase (ILKEPVHGV) is shown for 
comparison. Staining is expressed as the percentage of CDS"^ lymphocytes visualized 
with tetramer for a heterogeneous cell population. C, Density plots for SIF and SLH 
variant tetramer staining at 4°C, 23 ^'C and 37''C. 

Figure 4 shows timecourse of tetramer staining at 37 ^C. The kinetics of 
tetramer staining at 37°C were investigated by incubating CTL clone 003 with 
SLYNTVATL tetramer for various lengths of time (0.5, 5, 10 and 20 min). 
SLYNTVATL tetramer was not added to the "0 min" sample. The experiment was 
conducted in presence of 0. 1 % azide throughout. 

Figure 5 shows that tetramers incubated at 37 °C are rapidly internalized by Ag- 
specific CTLs. A himfian CTL clone specific for the HLA-A2. l-restricted IMP 
epitopeGILGFVFTL was incubated with FTTC-labeled GBLGFVFTL tetramer for 15 
min at 37'^C and subsequently fixed and subjected to confocal staining with and without 
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Texas Red costaining for the transferrin receptor. The top four panels show that when 
excited with the 488-iim line, only the FITC signal is detected; likewise, when excited 
with the 568-nm line, only the Texas Red signal is detected, confirming lack of "bleed 
through*" between the channels. The bottom panels show excitation at 488 nm plus 568 
nm, demonstrating overlap between the signals, indicating that endocytosed tetramer 
is reaching early endosomes that stain for transferrin receptor. 

Temperature dependence and specificity of CTL interactions with peptide-MHC Class 
I tetrameric complexes was examined as follows. 

Tetrameric peptide-MHC class I complexes ("tetramers**) are proving invaluable as 
reagents for characterizing immune responses involved CTLs. However, because the 
TCR can exhibit a degree of promiscuity for binding peptide-MHC class I ligands, 
there is potential for cross-reactivity. Surprisingly it has now been foimd that tetramers 
rapidly stain CTLs with high intensity at 37**C. The fine specificity of tetramer 
staining using a well-characterized set of natural epitope variants has now been 
examined. Peptide variants that elicit little or no functional cellular response from 
CTLs can stain these cells at 4°C but not at ST^'C when incorporated into tetramers. 
These results suggest that some studies reporting tetramer incubations at 4°C could 
detect cross-reactive populations of CTLs with minimal avidity for the tetramer 
peptide, especially in the tetramer-low population. • For identifying specific CTLs 
among polyclonal cell populations such as PBLs, incubation with tetramers at 37 ""C 
improved the stahung intensity of specific CTLs, resulting in improved separation of 
tetramer-high CD8'^ cells. Confocal microscopy revealed that tetramers incubated at 
3T^C can be rapidly internalized by specific CTLs into vesicles that overlap with the 
early endocytic compartment. This TCT-specific internalization suggested that 
coupling of tetramers or analogues with toxins, which are activated only after receptor 
internalization creates inmumotoxins capable of killing CTLs of single specificities. 

Tetrameric arrays of soluble peptide-MHC class I complexes C'tetramers") bind to 
CTLs sufficiently well to allow the labeling of CTLs according to their antigenic 
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specificity. Fluorogenic tetramers have already been widely used for the 
characterization of CTL responses and have afforded many advantages over previous 
techniques, particularly the ability to directly quantify andphenotype Ag-specific CTLs 
ex vivo. It is well documented that the TCR can exhibit a degree of promiscuity for 
peptide-MHC class I ligands. It has also been suggested that the enhanced avidity 
afforded by multimerization of peptide-MHC may allow binding to TCRs with 
affinities that are too low to ever generate ligand-induced physiological responses. 
MHC class I tetrameric complexes incorporating natural HIV- 1 -altered peptide ligands 
(APLs)** have now been used to investigate this possibility. Because the binding 
between monomeric complexes and the TCR is very weak, it had been assumed that 
tetrameric complexes also bind weakly to CTLs, and tetramer incubations have usually 
been conducted at 4 ''C to increase the stability of binding. Findings now reveal a 
temperature-dependent cross-reactivity between tetramers and low-avidity CTLs. In 
addition, it has now been found that tetramers stain CTLs very rapidly and with higher 
intensity at 37 "^C than at 4**C; in addition it has now been foimd that tetramers can be 
specifically internalized by CTLs. 

Cell culture and cytotoxicity assays were as follows. 

CTLs were derived and maintained as described previously. PBLs that had been 
cryopreserved were cultured for ^2 h after thawing before staining with tetramers. 
Cytolytic activity was determined using standard ^^Cr release protocols. 

Peptides were as follows. 

Peptides were synthesized by standard fluorenylmethoxycarbonyl chemistry and 
subsequently used in chromium release assays and in synthesis of tetramers. The 
peptides used, referred to subsequently in the text by their first three letters only, 
included: SLINTVATL, an HLA-A2. 1-restricted epitope from the HIV pl7 gag matrix 
protein, and its naturally occurring variants SLflNTVATL, SL5NTVATAL, 
SLfNTVATL. SLFNAVATL, and SLNYT/AVL (24, 26, 27); BLKEPVHGV, an 
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HLA-A2. 1-restricted epitope from the HIV pol protein (2); GLCTLVAML, an HLA- 
A2.1 epitope from the BMLFl protein of EBV; and GILGFVFTL, an HLA-2.1- 
restricted epitope from the influenza matrix protein (IMP). 

Tetrameric MHC class I/peptide complexes were as follows. 

Tetrameric peptide-MHC class I complexes were made as described previously. 
Briefly, recombinant fi2-microglobulin and the extracellular portion of the MHC class 
I heavy chain containing the Bir A recognition sequence in frame at its C terminus were 
expressed in Escherichia coli as insoluble aggregates that formed inclusion bodies. 
Purified inclusion bodies were solubilized in urea, and monomeric HLA class I 
complexes were refolded around peptide by dilution of denaturing conditions. After 
buffer exchange, a specific lysine residue in the heavy chain C-terminal tag was 
biotinylated with BirA enzyme. Monomeric complexes were purified by gel filtration 
and anion exchange chromatography. Tetrameric arrays of biotinylated peptide-MHC 
class I complexes were formed by the addition of PE- or FITC-labeled avidin 
(extravidin, Sigma, S. Louis, MO). Tetramers are referred to by the first three letters 
of their peptide (e.g., GIL for the HLA-A2.I GILGFVFTL tetramer). 

Cell staining and FACS analysis was carried out as follo>ys. 

CTL clones and lines were washed in tissue culture medium and incubated with P£- 
labeled tetramers (0.1 mg/ml of monomer) at 4''C, 23 ''C, or ST^'C for the times 
indicated, along with TriCoIor anti-human CDS (Caltag, Burlingame, CA) when cells 
were double-stained. For comparison between PBL staining protocols, cells were 
washed in tissue culture mediimi before incubation with tetramers for 15 min or 60 min 
at 4''C or ST^'C before incubation with TriColor anti-CD8 for 15 min on ice. All cells 
were washed twice after staining with ^2 ml PBS/FCS 1 % before fixation in 1 % 
formaldehyde. Stained cells were analyzed by FACS (Becton Dickinson, Mountain 
View, CA) using CellQuest sofware. 
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Confocal microscopy was carried out as follows. 

Cloned human CTLs specific for the HLA-A2. 1 -restricted IMP epitope were incubated 
with FITC-labeled GIL tetramer for 15 min at 37 "^C and subsequently adhered to glass 
slides coated with SO mg/ml poly(L)-lysine (Sigma) and fixed with methanol for 5 min. 
Some slides were stained for 30 min with monoclonal mouse (0KT9 (anti-transferin 
receptor Ab), washed three times in PBS/FCS 1%, and incubated with Texas Red- 
conjugated goat anti-mouse sera (Jackson Laboratories, West Grove, PA) (diluted 
1/100 in PBS/BSA 1% for 30 min). All slides were then washed three times as 
described previously and a mounted on a coverslip with PBS/glycerol 90% containing 
2.5% l,4-dia2abicyclo[2,2,2]octane (Fluka, Buchs, Switzerland). Cell staining was 
examined with an MRC-1024 confocal microscope (Bio-Rad, Richmond, CA). 

Tetramers of poorly recognised ligands stain CTL at low temperature. The results are 
discussed in more detail below. 

The majority of HLA-A*0201 HIV-l-infected patients mount a CTL response to an 
immunodominant epitope (SLYNTVATL) encoded in the p 17 gag matrix protein. We 
have documented naturally occurring mutations within this epitope that can lead to 
escape from, or altered recognition by, patient CTLs. CTL clones 003 and 5D8 and 
a CTL line firom patient 868 show different patterns of recognition of naturally 
occurring SLYNTVATL variants (Figs. 1-3), consistent with their different origins and 
TCRs. We used these CTL and HLA-A2 tetramers folded around wild-type and 
variant peptides to examine the specificity of direct CTL visualization in vitro. 

APLs, which act as weak agonist or antagonist ligands, have a lower affinity for the 
TCR, while they can bind to MHC with similar affinities. Tetramers of poorly 
recognized APLs can stain CTLs at 4°C (see SLH in Fig. 1, SL5 in Fig. 2, and SLF 
in Fig. 3). Surprisingly, APL-MHC tetramers of ligands that do not stimulate CTL- 
mediated lysis, such as the SLff variant with 868 CTL, can also stain CTLs efficiently 
at 4''C (Fig. 3). We were unable to demonstrate antagonism of these CTLs with the 

SUBSTITUTE SHEET (RULE 26) 



wo 01/24829 



PCT/GBOO/03792 



23 

SLH variant. None of these A2 gag CTLs were observed to stain with A2 tetramers 
of the unrelated epitopes ILKEPVHGV (Figs. 1-3), GILGFVFTL, or GLCTLVAML. 

Remarkably specificity for strongly recognized ligands improved with increasing 
temperature. This result is discussed below. 

The binding of TCRs to their peptide-MHC ligands at 25*^0 is characterized by low 
affinity, slow kinetics, and a high degree of cross-reactivity. The dramatic increase m 
binding minetics with temperature prompted us to investigate the effect of temperature 
on the ability of peptide-MHC tetramers to form stable complexes with cell surface 
TCR. At 4''C, both CTL clones stained with tetramers containing SLYNTVATL 
variant peptides that they recognised only weakly in chromimn relase (see variant SLH 
in Fig. 1 and SLS in Fig. 2). For both clones, increasing the incubation temperature 
to 25 "^C and subsequently to 37 °C reduced the staining by tetramers incorporating 
weakly recognized peptide variants without a reduction in the strong staining by 
tetramers incorporating strongly recognized peptide variants (Fig. 1, B-Q and Fig. 
250. The hierarchy of staimng with peptide variant tetramers at 37 ^^C reflected the 
hierarchy of recognition of each of the variant peptides in the chromium release assay 
(e.g., for the CTL clone 5D8 both tetramer staining and chromiirai release show the 
hierarchy ShH> SLY> SLS (Fig. 2). Staining with variant tetramers at 4^C did not 
correlate with recognition of variant peptides in the chromiiim release assay for either 
clone. 

The potential effect of this phenomenon on the staining of biological samples is seen 
with a polyclonal CTL line from patient 868 that also recognises SLYNTVATL peptide 
variants to different degrees (Fig. 3). This polyclonal Ime contains -31% of 
SLYNTVATL-specific CTLs, as seen by staining with the SLK tetramer (Fig. 3B). 
When incubated at 4'^C, tetramers made from the SLH^ variant peptide, which does not 
stimulate CTL-mediated lysis, stain a popiilation of similar size (Fig. 3B). Increasing 
the temperature of the tetramer incubation reduces the proportion of this line that stains 
with the SLH tetramer, so that at 37'*C, there is no staining with this unrecognized 
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peptide variant (Fig. 3, B-Q, The results for three different TCRs and several APLs 
in Figs. 1-3 show that improvements in staining specificity for strongly recognised 
ligands with increasing temperature are neither TCR- nor APL-dpendent. 

In addition to increased specificity for well-recognised peptide variants, staining at 
37**C also increased staining intensity with strongly recognised ligands (see the SLY 
tetramer in Fig. IB aand the SLH tetramer in Fig. 2B). 

It is important to note that all SLYNTVATL variant tetramers used are sufficiently 
stable at 37°C to stain appropriate CTLs brightly (Fig. 1-2). Hence where increasing 
temperature reduces tetramer staining, in the case of variant peptides that are poorly 
recognised by the CTLs, this is not due to tetramer instability at higher temperature 
(e.g. the SLF tetramer stams 003 CTLs brightly at ^T'C but does not stain 868 CTLs 
at this temperature). Preincubation of tetramers at 37 ^'C for 60 min before staining 
CTLs also had no demonstrable effects on subsequent staining (data not shown), 
confirming the stability of the reagents under the experimental conditions employed. 

Tetramers can be internalised by CTL at 37''C. This important result is discussed 
below. 

Incubation of the 003 CTL clone (Fig. 4) and the 868 CTL line (data not shown) for 
between 0 min and 20 min at 37°C showed that staining was complete after 5 min and 
did not increase significantly with longer incubations. Staining occurred in minutes in 
the presence of 0.1% azide during staining (Fig. 4) and was indistinguishable firom 
staining without the inclusion of azide (data not shown). 

The rapid bright stable staining observed of CTLS at 37 ^'C led us to examine whether 
tetramers were being internalized after interacting with the TCR. An IMP-specific 
CTL clone that stained in the FACS analysis with GILGFVFTL tetramer but not with 
other HLA-A2 tetramers was incubated with this tetramer for 15 min at 37"*^ and 
examined by confocal microscopy, with and without double staining, to identify 
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intracellular compartments. Tetramer was indeed internalised by this clone within 15 
min at 37 °C, and was visible in intracellular vesicles (Fig, 5). These vesicles 
overlapped in distribution with vesicles containing the transferrin receptor, although 
not all of these early endosomes were labeled with tetramer. Internalized tetramer did 
not colocalize to secretory lysosomes containing perforin or granzyme B. Incubation 
with tetramer for 15 min at 4''C did not induce detectable intemalisation of tetramer. 

In view of the results obtained it seems that peptide-MHC class I tetramers are set to 
revolutionize the analysis of CTL responses and have already been used in a wide 
variety of pathological conditions. Tetramers have commonly revealed surprisingly 
high frequencies of Ag-specific CTLs compared with those estimated by previous 
techniques. This descrepancy is probably due in large part to the technical limitations 
imposed by other methods. The detection of specific CTLs by limiting dilution 
analysis, for example, requires high profilerative potential, which probably explains 
why the frequencies obtained are approximately one order of magnitude lower than 
those revealed by tetramers. Neverthless, because it is well documented that the TCR 
can exhibit a degree of promiscuity for peptide-MHC class I ligands, there is 
significant potential for cross-reactivity in the identification of Ag-specific CTLs using 
tetramers. 

Peptide-MHC complexes need not bind with high affinity to trigger the TCR. A recent 
report shows that there is little correlation between the equilibrium binding affinity (K^ 
of a ligand and its potency for T cell activation, and that the potency of a ligand 
correlates much better with its off-rate. Small changes in the squence of an antigenic 
peptide (APL) can lead to slightly faster off-rates; relatively small changes in the off- 
rate can greatly affect the ability of a ligand to trigger T cells. To activate T cells, a 
single peptide-MHC needs to serially trigger multiple TCRs. Thus, strongly 
recognised ligands fall within a ''kinetic window" representing a compromise between 
enough time to allow all the molecular steps required to trigger a TCR and a rapid 
enough dissociation from the triggered TCR to make it available for further cycles of 
binding and triggering. Assuming a fast enough on-rate, the ability of peptide-MHC 
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class I tetramers to stain CTLs for FACScan analysis will be exclusiveljr dependent 
upon a sufficiently slow off-rate. Our data demonstrate that the dramatic temperature 
dependence of the TCR/peptide-MHC interaction can be exploited to increase the 
specificity of tetramer staining for strongly recognized ligands. At higher 
temperatures, it appears that the off-rate can be increased beyond the threshold at 
which the avidity of tetrameric forms of weakly recognised MHC ligands can 
compensate to allow the formation of stable complexes with cell surface TCRs. 

Moderate changes in peptide sequence may allow sufficient interaction at low 
temperature for formation of stable complexes with cell surface TCR when tetxmerized 
but fall outside the kinetic window for activation. This appears to be the case for the 
pH] variant with the 868 CTL (Fig. 3). Consequently, the use of tetramers to stain 
CTLs within PBL samples at a low temperature may result in backgroxmd staining due 
to the binding of tetramers to TCRs that only recognise the peptide-MHC very weakly. 
This may result in an overestimation of the frequency of functional Ag-specific CTLs, 
especially when tetramer-low cells are counted as tetramer-positive. Importantly, 
however, we have no evidence that CTLs will bind tetramers incorporating completely 
unrelated peptides, even at 4°C. All clones and polyclonal lines reported here showed 
no background staining with tetramers based around any other epitope, confirming that 
tetramers demonstrate a high specificity for CTLs recognizing their peptide-MHC class 
I complex. 

Although the cross-reactivity of tetramers at 4*'C probably relates to only fine 
differences in CTL specificity for highly similar epitopes, the effects of this 
phenomenon on tetramer-generated data may be potentially important. The possibility 
of cross-staining with tetramers is of most concern with pathogens of variable 
antigenicity such as HIV-1 or hepatitis C virus. The phenomenon of original antigenic 
sin or epitope imprinting, whereby the exposure to an Ag influences subsequent 
responses to sinular Ags, was recently extended to CTL epitopes. This study showed 
that mice primed with lynq)hocyte choriomeningitis virus respond to a subsequent 
infection by lymphocyte choriomeningitis virus containing CTL epitope variants with 
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a CTL response directed against the initial epitope rather than against the new variant. 
Maintenance of an initial CTL response in the face of a poorly recognised variant CTL 
epitope could severely comproniise the effectiveness of the overall CTL response. It 
was noted that pathogens of variable antigenicity may exploit this phenomenon. The 
incubation of tetramers at both 4^C and ST'C may allow distinction between CTLs that 
recognise variant epitopes to different degrees and may prove to be a useful tool for 
tracking Ctl responses as epitopes mutate. 

Cross-reactive staining may be problematic in other systems. When Yee et al used 
tetramer incubations at A^^C to study CTLs specific for the melanoma Ag Melan-A, 
tetramer-low CTLs lysed peptide-pulsed cells but had insufficient avidity to lyse tumor 
cells. Substitution of a brief 37°C incubation for a longer 4°C incubation reduces the 
detection of this potentially nontumoricidal tetramer-low population relative to the 
highly lytic tetramer-high population. Such effects may be particularly important for 
this HLA-A2. 1-restricted Melan-Ajs^as epitope, where CTLs specific for epitopes fi-om 
a nimiber of common viruses may cross-react with the Melan-A peptide. Given the 
huge array of nonself peptides to which the human inmiune system must be exposed, 
such epitope mimicry may not be an uncommon phenomenon. Although staining at 
4°C may not be problematic in many systems, our results suggest that cross-reactive 
tetramer staining of CTLs specific for other epitopes that may closely mimic the 
epitope of interest will be lower at 37**C. If performing low temperature staimng, 
inclusion of a high temperature control and confirmation of Ag specificity after cell 
sorting are recommended. E^loitation of our findings to isolate both high- and low- 
avidity CTLs may prove useful to some researchers. 

In addition to improvements in specificity, we have demonstrated that staining at 37 °C 
consistently produces higher intensity staining of both clones (Figs. 1-2) and Ag- 
specific CTLs within polyclonal populations, and allows clearer separation of these 
cells firom tetramer-negative cells (data not shown). Interestingly, our findings of 
tetramer intemalisation at 37''C suggest an important new therapeutic possibility. 
Because tetramers show such fine specificity for high-avidity CTLs at 37*'C, 
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multimerized peptide-MHC class I complexes may make highly specific probes for 
targeting CTLs in vivo. Intemalization of these probes might allow toxins to be carried 
to the intracellular compartments of CTLs with very high specificity. In particular, 
toxins such as saporin which are biologically active only when intemalized through 
recepto-mediated intemalization can be conjugated onto multimerized peptide-MHC 
class I complexes or similar structures to allow specific immunolysis of CTLs involved 
in pathology such as autoimmune diseases. 

The results obtained may be broadly relevant to all studies using peptide-MHC class 
I tetrameric complexes to qxiantify CTLs ex vivo. If the interaction between peptide- 
MHC class n and the TCR is also influenced by temperature, the similar considerations 
will likely apply to the use of tetramer technology in MHC class-U-restricted systems. 

Further specific embodiments of binding agents useful in targeting cells with receptors 
that recognise MHC peptide complexes are described below. 
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Coroposidons arc provided thai label T cells according lo the specificity of their 
antigen receptor. A stable multimeric complex of MHC protein subunits and peptide 
antigen is prepared. The specificity of the multimeric binding complex is determined 
both by the antigenic peptide and the MHC protein. The binding complex binds stably 
with the antigen receptor on the surface of T cells, allowing the detection of antigen 
specific T cells. The binding complex is useful for detection, quantitation, 
characterization and separation of specific T cells. Variants of the binding complex for 
diffcrcni MHC proteins and peptide antigens arc easily produced. 

The T cell receptor (TCR) specificity determines what antigens will activate that 
particular T cell. Usually T helper cells express CD4 on their surface, and are activated 
by binding to a complex of antigenic peptide and Qass II MHC molecule. Usually 
cytolytic T cells express CDS on their surface, and are activated by binding to a 
coDOplex of antigenic peptide and Class I MHC molecule. The specificity of the T cell 
antigen receptor is the combination of peptide and IvfflC molecule that binds to that 
particular TCR with sufficient affinity to activate the T cell. The binding affinity will 
usually be at least about 1(H M, as described in Maxsui et aL^ supra. 

The binding complex may have a wide variety of peptide-MHC combinations. 
Multimers of class I MHC molecules will usually be used to detect CD8+ T cells, and 
class n multimers will usually be used to detect CEM+ T cells. Quantitation of T cells 
may be performed to monitor the pnnogrcssion of a number of conditions associated with 
T cell activation, including autoiimnune diseases, graft rejection, viral infection, 
bacterial and protozoan infection. T cells having a particular antigenic specificity may 
be scpaiatcd fit>m complex mixrureSt particularly biological samples, through binding 
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to the binding complexes. In this way selective depletion or enrichment of particular 
T cells can be marie. 

The multimeric binding complex has the fomiula (a-P-P)n, where n ^ 2, 
usually n > 4, and usually n ^ 10. a is an a chain of a class I or class II MHC protein. 
P is a p chain, herein defined as the p chain of a class II MHC protein or 
p2 microglobulin for a MHC class I protein. P is a peptide antigen. The multimeric 
complex stably binds through non-covalcnt interactions to a T cell receptor having the 
appropriate antigenic specificity. When compared to the binding of an (a— P) 
"monomer" to a T cell, the binding complex will have grcady increased stability, 
usually having an increase of at least about lO-fold in ti/2, more usually an increase of 
about 20-fold, and may be increased as much as about 50-fold. 

The MHC proteins may be from any mammalian or avian species, e.g, primate 
sp„ particularly humans; rodents, including mice, rats and hamsters; rabbits; equines, 
bovines, canines, felines; etc. Of particular interest are the human HLA proteins, and 
the murine H-2 proteins. Included in the HLA proteins arc the class U subunits 
HLA-DPa, HLA-DPp, HLA-DQa. HLA-DQp, HLA-DRa and HLA-DRp. and the 
class I proteins HLA-A, HLA-B, HLA-C, and pa-microglobulin. Included in the 
murine H-2 subunits are the class I H-2K. H-2D, H-2L, and the class H I-Ao, I-Ap, I- 
Ea and I-Ep. and pi-nricroglobulin. Sequences of some representative MHC proteins 
may be found in Kabat er cL Sequences of Proteins of Immunological Interest . NIH 
PubUcation No. 91-3242, pp724-815. 

In a preferred embodiment, the MHC proidn subunits are a soluble fomi of the 
noraudly membrane-bound protcih. The soluble form is derived from the native fomi 
by deletion of the transmembrane domain. Convenientiy, the protein is truncated, 
removing both the cytoplasmic and transmembrane domains. The protein may be 
mmcated by proteolytic cleavage, or by expressing a genetically engineered tnmcated 
fonm. As a reference, the alignment of amino acids into domains shown in Kabat ex al.^ 
ibid, will be used. 
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For class I proteins, the soluble fonn will include the al, a2 and a3 domain. 
Not more than about 10« usuaUy not more than about 5, preferably none of the amino 
acids of the transn»mbrane domain will be included. The deletion may extend as much 
as about 10 amino acids into the a3 domain, preferably none of the amino acids of the 
a3 domain will be deleted. The deletion will be such that it does not interfere with the 
ability of the a3 domain to fold into a disulfide bonded structure. The class I P chain, 
p2-tmcroglobulin, lacks a transmembrane domain in its nadve form, and need not be 
truncated. Generally, no Class II subunits will be used in conjuncdon with Class I 
subunits. 

Soluble class II subunits wiU include ttic al and a2 domains for the a subunit, 
and the pi and (32 domains for the p subuniL Not more than about 10, usuaUy not 
more than about 5, preferably none of the amino acids of the transmembrane domain 
will be included. The deletion may extend as much as about 10 amino acids into the oc2 
or p2 domain, preferably none of the amino acids of the ol2 or p2 domain will be 
deleted. The deledon will be such that it docs not interfere with the ability of the a2 or 
p2 domain to fold into a disulfide bonded structure. 

One may wish to introduce a small number of amino acids at the polypeptide 
termini, usually not more than 20, more usually not more than IS. The deledon or 
insertion of amino acids will usually be as a result of the needs of the construction, 
providing for convenient restriction sites, addition of pnx:esing signals, ease of 
manipulation, improvement in levels of expression, or the Uke. In addition, one may 
wish to substimte one or more amino acids with a different amino acid for similar 
reasons, usually not substimting more than about five amino acids in any one dotnain. 

The a and p subunits may be separately produced and allowed to associate in 
vitro to form a stable heteroduplcx complex (see Airman et al, [1993], supra, or 
Garboczi et al, (1992) sixpra.\ or both of the subunits may be expressed in a single 
cell. An alternative strategy is to engineer a single noolecule having both the a and P 
subunits. A "single-chain heterodimer** is created by fusing together the two subunits 
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using a shon peptide linker, e.g. a 15 to 22 amino acid pepdde or linker. See Bedzyk 
ct al. (1990) J. Biol. Chcm. 265:18615 for similar structm-es with antibody 
hcicrodimcrs. The soluble hctcrodimcr may also be produced by isolation of a native 
heccrodimer and cleavage with a protease, e.g. papain, to produce a soluble producL 

In a preferred embodiment, soluble subunits are independendy expressed fiom 
a DNA constract encoding a truncated proteiiL For expression, the DNA sequences are 
inserted into an appropriate expression vector, where the native transcriptional initiation 
region may be employed or an exogenous transcriptional initiation region, i.e. a 
promoter other than the promoter which is associated with the gene in the normally 
occurring chromosome. The promoter may be introduced by recombinant methods in 
viiro^ or as the result of homologous intcgradon of the sequence into a chromosome. A 
wide variety of transcriptional initiation regions arc known for a wide variety of 
expression hosts, where the expression hosts may involve prokaryotes or eukaryotes, 
particularly £. coli, B. subtilis^ mammalian cells, such as CHO cells, COS cells, 
monkey kidney cells, lymphoid cells, particularly human cell lines, and the like. 
Generally a selectable marker operative in the expression host will be prescnL 

Of particular interest are expression cassettes comprising a transcription 
initiation region, the gene encoding the subject MHC subuiut, and a transcriptional 
termination region, optionally having a signal for attachment of a poly A sequence. 
Suitable restriction sites may be engineered into the termini of the MHC subunit, such 
that different subunits miay be put into the cassette for expression . Restriction sites 
may be engineered by various means, e.g. introduction during polymerase chain 
reaction, site directed mutagenesis, etc. 

The subunits are expressed in a suitable host cell, and, if necessary, 
solubilized. The two subunits axe combined with an antigenic peptide and allowed to 
fold in }ntro to form a stable hetcrodimcr complex with inorachain disulfide bonded 
domains. The peptide may be included in the initial folding reaction, or may be added 
to the empty heterodimcr in a later step. Usually the MHC binding site will be free of 

SUBSTITUTE SHEET (RULE 26) 



wo 01/24829 



PCT/GBOO/03792 



33 

pq)ddes prior to addition of the target antigenic pepdde. The exception will be those • 
cases where it is desirable to label the T cells with a natural pcptide-MHC complex, 
such as those that may be present on the surface of cells that arc a target for 
autoimmune attack, eic. 

The MHC hcienxiimer will bind an antigenic peptide in the groove fomicd by 
the two membrane distal domains, either o2 and al for class I, or al and pi for class 
n. The bound peptide will be substantially homogenous, that is, there will be less than 
about 10% of the bound peptides having an amino acid sequence different firom the 
desired sequence, usually less than about 5%, and more usually less than about 1%. 

Conditions chat permit folding and associadon of the subuiuts and peptide are 
known in the an, see for example Altman et aL (1993) and Garboczi et al, (1992). As 
one example of pcmiissive conditions, roughly equimolar amounts of solubilized a and 
P subunits arc nodxed in a solution of urea. Refolding is initiated by dilution or dialysis 
into a buffered solution without urea. Peptides are loaded into empty class II 
hctcrodimcrs at about pH 5 to 5.5 for about 1 to 3 days, followed by neutralyzarion, 
concentration and buffer exchange. However, it will be readily understood by one of 
^\ri\\ in the art that the specific folding conditions are not critical for die practice of the 
invention. 

The antigenic peptide will be from about 6 to- 12 amino acids in length for 
complexes with class I MHC proteins, usually from about 8 to 10 amino acids. The 
peptide will be from about 6 to 20 amino acids in length for complexes with class II 
MHC proteins, usually from about 10 to 18 amino acids. The peptides may have a 
sequence derived from a wide variety of proteins. In many cases it will be desirable to 
use peptides which act as T cell epitopes. The cpiiopic sequences from a number of 
antigens are known in the art. Alternatively, the epitopic sequence may be empirically 
determined, by isolating and sequencing peptides bound to native MHC proteins, by 
synthesis of a series of peptides from the target sequence, then assaying for T cell 
reactivity to the different peptides, or by producing a scries of binding complexes with 
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difTcrcnt peptides and quantitating the T cell binding. Preparation of fragments, 
identifying sequences, and identifying the minimal sequence is amply described in U^, 
Patent No. 5,019,384, iss. 5-28-91, and references dtcd therein. 

The peptides may be prepared in a variety of ways. Conveniently, they can be 
synthesized by conventional techniques employing auioniatic synthesizers, or may be 
synthesized manually. Alternatively. DNA sequences can be prepared which encode 
the particular peptide and may be cloned and expressed to provide the desired peptide. 
In this instance a methionine naay be the firn amino acid. In addition, peptides may be 
produced by recombinant methods as a fusion to proteins that are one of a specific 
binding pair, allowing purification of the fusion pioicin by means of affinity reagents, 
followed by proteolytic cleavage, usually at an engineered site to yield the desired 
peptide (see for example Driscoll ct al. (1993) J. Mol. Bio. 232:342-350).. The 
peptides may. also be isolated from natural sources and purified by known techniques, 
including, for example, chromatography on ion exchange materials, separation by size, 
immunoafEiniiy chromatography and electrophoresis. 

The monomeric complex (a-^P) (herein monomer) is muliimerized. The 
resulting multimcr will be stable over long periods of time. Usually not more than 
about 10% of the multimer will be dissociated after storage at 4oC for about one day, 
more usually after about one week. Preferably, the multimer wiU be formed by binding 
the monomers to a multivalent entity through specific attachment sites on the a or (3 
subunit, as described below in detail. The multimcr may also be formed by chemical 
cross-linking of the monomers. A number of reagents capable of cross-linking proteins 
are known in the art, illustrative entities include: azidobenzoyl hydrazidc, 
N-[4-(p.azidosalicylamino)butyl]-3'-[2'-pyridyldithio]propionamide), bis- 
sulfosuccinimidyl subcrate, dimcthyladipimidate, disuccinimidyltanrate, 
N-7-malcimidobutyryloxysuccinimide ester. N-hydroxy sulfosuccinimidyl-4- 
azidobenzoate, N-succinimidyl [4-a2idophenyl]-13'-dithiopropionate, N-succinimidyl 
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[4-iodoacccyl]a2mnobenzoate, glutaraldehydc, formaldehyde and succinimidyl 4-[N., 
maicimidomethyl]cyclohcx2iie- l-carboxylate. 

The attachment site for binding to a multivalent entity may be naturally 
ocxuning, or may be introduced through genetic engineering. The site will be a 
specific binding pair member or one that is modified to provide a specific binding pair 
member, where the complementary pair has a multiplicity of specific binding sites. 
Binding to the complcnK^ntary binding member can be a chemical reaction, epitope- 
rcccptor binding or haptcn-receptor binding where a hapten is linked to the subunit 
chain. In a preferred embodiment, one of the subunits is fused to an amino acid 
sequence providing a recognition site for a modifying enzyme. The recognition 
sequence will usually be fused proximal to the carboxy terminus of one of the subunit 
to avoid potential hindrance at the antigenic peptide binding site. Conveniently, an 
expression cassette will include the sequence encoding the recognition site. 

Modifying enzymes of interest include BirA, various glycosylates, famcsyl 
protein transferase, protein kinases and the like. The subunit may be reacted with the 
modifying enzyme at any convenient time, usually after formation of the monomer. 
The group introduced by the modifying enzyme, e.g. biotin, sugar, phosphate, 
famesyl, etc. provides a complementary binding pair member, or a unique site for 
further modification, such as chemical cross-linking, biodnylarion, etc. that will 
provide a complementary binding pair member. An alternative strategy is to introduce 
an unpaired cysteine residue to the subunit. thereby inaoducing a unique and 
chemically reactive site for binding. The attachment site may also be a namrally 
occurring or introduced epitope, where die multivalent binding partner will be an 
antibody, e.g. IgG, IgM, etc. Any modification will be at a site, c.^. C-terminal 
proximal, that will not interfere with binding. 

Exemplary of multimcr fcxmanon is the inrnxluctioo of the recognition sequence 
for the enzyme BirA, which catalyzes biotinylarion of the protein substrate. The 
monomer with a biotinylaied subunit is then bound to a multivsicnt binding partner, 
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e.g. strepiavidin or avidin, to which biotin binds with extremely high affinity. . 
Strcptavidin has a valency of 4, providing a multimcr of (a-(i-P)4. 

The multivalent binding parmcr may be free in solution, or may be attached to 
an insoluble support. Examples of suitable insoluble suppons include beads, e.g. 
magnetic beads, membranes and micnodter plates. These are typically made of glass, 
plastic (e.g. polystyrene), polysaccharides, nylon or nitrocellulose. Attachment to an 
insoluble support is useful when the binding complex is to be used for separation of 
T cells. 

Frequently, the mulrimeric complex will be labeled, so as to be directly 
detectable, or will be used in conjunction with secondary labeled immunorcagcnts 
which will specifically bind the complex. In general the label will have a light 
detectable characteristic. Preferred labels arc fluorophors, such as fluorescein 
isothiocyanate (FTTC), rhodamine, Texas Red, phycocryihrin and allophycocyanin. 
Other labels of interest may include dyes, en2ymcs, chemilumincscers, particles, 
radioisotopes, or other dircctiy or indirccdy dctcaablc agent. Conveniendy, the 
multivalent binding partner will have the labeling group. Alternatively, a second stage 
label may be used, e.g. labeled antibody directed to one of the peptide consrimcnts, and 
the like. 

The binding complex will be used to detect and/or separate antigen specific 
T cells. The T cells may be from any source, usually having the same species of 
origin as the MHC hetcrodimcr. The T cells may be from an in virro culture, or a 
physiologic sample. For the most pan, the physiologic samples employed will be 
blood or lymph, but samples may also involve other sources of T cells, particularly 
where T cells may be invasive. Thus other sites of interest arc tissues, or associated 
fluids, as in the brain, lymph node, neoplasms, spleen, liver, kidney, pancreas, tonsil, 
thymus, joints, synovia, and the like. The sample may be used as obtained or may be 
subject to modification, as in the case of dilution, concentration, or the like* Prior 
treatment's may involve removal of cells by various techniques, including 
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ccntrifugadon^ using HcoU-Hypaque, panning, affinity separation, using antibodies . 
specific for one or more markers present as surface membrane proteins on the surface 
of cells, or any other technique that provides enrichment of the set or subset of cells of 
interest 

The binding complex is added to a suspension comprising T cells of interest, 
and incubated at about A^C for a period of time sufficient to bind the available cell 
surfecc receptor. The incubadon will usually be ai least about 5 minutes and usually 
less than about 30 minutes. It is desirable to have a sufficient concentration of labeling 
reagent in the reaction nixturc, so that labeling reaction is not limited by lack of labeling 
reagent. The appropriate concentration is determined by titration. The medium in 
which the cells are labeled will be any suitable medium as known in the ait. If live ceDs 
are desired a medium will be chosen that maintains the viability of the cells. A 
preferred medium is phosphate buffered saline containing from 0.1 to 0.5% BSA. 
Various media arc conmercially available and may be used according to the nature of 
the cells, including Dulbecco's Modified Eagle Medium (dMEM). Hank's Basic Salt 
Solution (HBSS), Dulbccco*s phosphate buffered saline (dPBS), RPMI, Iscove's 
medium, PBS with 5 mM EDTA, etc., frequcndy supplemented with fetal calf serum, 
BSA, HSA, etc. 

Where a second stage labeling reagent is used, the cell suspension may be 
washed and rcsuspended in medium as described above prior to incubation with the 
second stage reagent. Alternatively, the second stage reagent naay be added direcdy 

into the reaction mix. 

A number of methods for detection and quantitation of labeled cells are known 
in the arL How cytometry is a convenient means of enumerating cells that are a small 
percent of the total population. Fluorescent microscopy may also be used. Various 
immunoassays, e.g. ELISA, RIA, etc. may used to quantitate the number of cells 
present after binding to an insoluble support. 



WO 01/24829 




SUBSTITUTE SHEET (RULE 26) 



wo 01/24829 



PCT/GBOO/03792 



38 

Row cyometry may also be used for the separation of a labeled subset of T cells . 
from a complex mixture of cells. The cells may be collected in any appropriate noedium 
which maintains the viability of the cells, usually having a cushion of scrum at the 
bottom of the collection mbe. Various media arc commercially available as described 
above. The cells may then be used as appropriate. 

Alternative means of separation utilize the binding complex bound directly or 
indrrectiy to an insoluble support, e.g. column, microtitcr plate, magnetic beads, etc. 
The cell sample is added to the binding complex. The coDoplex may be bound to the 
suppon by any convenient means. After incubation, the insoluble support is washed to 
remove non-bound components. From one to six washes may be employed, with 
sufficient volume to thoroughly wash non-specifically bound celis present in the 
sample. The desired cells are then eluted from the binding complex. In particular the 
use of magnetic particles to separate cell subsets from complex mixtures is described in 
Ivliltcnyi ei al. (1990) Cvtometrv 11:231-238. 

Detecting and/or quantiiatingspecific T cells in a sample or fraction thereof may 
be accomplished by a variety of specific assays. In general, the assay will measure the 
binding between a patient sample, usually blood derived, generally in the form of 
plasma or scrum and the subject mulcimcric binding complexes. The patient sample 
may be used directly, or diluted as appropriate, usually about 1:10 and usually not more 
than about 1:10,000. Assays noay be performed in any physiological buffer, e.g. PBS, 
noraial saline, HBSS, dPBS, etc. 

A sandwich assay is performed by first attaching the multimeric binding 
complex to an insoluble surface or support. The the multimeric binding complex noay 
be bound to the surface by any convenient means, depending upon the nature of the 
surface, either dirotly or through specific antibodies. The particular manner of bincSng 
is not crucial so long as it is compatible with the reagents and overall methods of the 
,invennon. They may be bound to the plates covalendy or non-covalendy, preferably 
non-eovalendy. 
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The insoluble supports may be any compositions to which the muliimcric 
binding complex can be bound, which is readily separared from soluble material, and 
which is otherwise compatible with the overall method of measuring T cells. The 
surface of such supports may be solid or porous and of any convenient shape. 
Examples of suitable insoluble supports to which the receptor is bound include beads* 
e.g. magneric beads, membranes and microtiter plates. These axe typically made of 
glass, plasnc (c.g. polystyrene), polysaccharides, nylon or nitrocellulose. Microtiter 
plates arc especially convenient because a large number of assays can be carried out 
simultaneously, using scoall amounts of reagents and samples. 

Before adding padent samples or fractions thereof, the non-specific binding 
sites on the insoluble support i.e. those not occupied by the multimeric binding 
complex, are generally blocked. Preferred blocking agents include non-intcifering 
proteins such as bovine semm albumin, casein, gelatin, and the like. Samples, 
fractions or aliquois thereof arc then added to separately assayable suppons (for 
example, separate wells of a microtiter plate) containing suppon-bound multimeric 
binding complex. 

Generally from about 0.00 1 to 1 ml of sample, diluted or otherwise, is 
sufficient, usually about 0.01 ml sufHcing. Preferably, each sample and standard will 
be added to multiple wells so that mean values can be obtained for each. The incubation 
time should be sufBcieni for T cells to bind the insoluble binding complex. Generally, 
from about 0.1 to 3 hr is stifficicnt, usually 1 hr sufficing. 

After incubation, the insoluble support is generally washed of non-bound 
components. Generally, a dilute physiologic buffer at an appropriate pH, generally 7- 
8, is used as a wash medium. From one to six washes may be employed, with 
sufBdcnt volume to thoroughly wash non-specifically bound T cells present in the 
sample. 

After washing, a solution containing specific second receptor is applied. The 
receptcH* may be any compoimd that binds patient T cells with sufficient spedfidty such 
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that they can be distinguished from other components present. In a preferred, 
embodiment, second receptors are antibodies specific for common T cell andgens, 
cither monoclonal or polyclonal sera, €.g. anti-thy-l» and-CD45, etc. 

T cell specific antibodies may be labeled to facilitate direct, or indirect 
quandfication of binding. Examples of labels that pemoit direct measurement include 
radiolabels, such as 3H or ^^1, fluoresccrs, dyes, beads, chemilumnincsccrs, colloidal 
particles, and the like. Examples of labels which permit indirect measurement of 
binding include enzymes where the substrate may provide for a colored or fluorescent 
product- Examples of suitable enzymes for use in conjugates include horseradish 
peroxidase, alkaline phosphatase, malate dehydrogenase and the like. Where not 
commercially available, such antibody-enzyme conjugates are readily produced by 
techniques known to those skilled in the art 

Alternatively, the second receptor may be unlabeled. In this case, a labeled 
second receptor-specific compound is employed which binds to the bound second 
receptor. Such a second receptor-specific compound can be labelled in any of the 
above manners. It is possible to select such compoimds such that multiple compounds 
bind each nK>lcculc of tx>und second receptor. Examples of second receptor/second 
receptor-specific molecule pairs include andbody/anti-andbody and avidin (or 
streptavidin)/biotin. Since the resultant signal is thus amplified, this technique may be 
advantageous where only a small number of T cells arc present. An example is the use 
of a labeled antibody specific to the second receptor. More specifically, where the 
second receptor is a rabbit anti-ailotypic antibody, an antibody directed against the 
constant region of rabbit antibodies provides a suitable second receptor specific 
molecule. The anti-immunoglobulin will usually come fiiom any source other than 
human, such as ovine, rodcntia, particularly mouse, or bovine. 

The volume, composition and concentration of T cell specific receptor solution 
provides for mcastirable binding to the T cells already bound to the insoluble substrate. 
Generally, the same volume as that of the sample is used: from about 0.001 to 1 ml is 
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sufficient, usuaDy about 0.1 ml sufficing^ When antibody ligands are used, the. 
concentration gencraUy will be about 0.1 to 50 (ig/inl, preferably about 1 ^ig/ml. The 
solution containing the second receptor is generally buffered in the range of about pH 
6.5-9.5. The solution niay also contain an innocuous protein as previously described. 
The incubation time should be sufficient for the labeled ligand to bind available 
molecules. Generally, from about 0.1 to 3 hr is sufficient, usually 1 hr sufficing. 

After the second receptor or second receptor-conjugate has bound, the insoluble 
support is generally again washed free of non-spccifically bound second receptor, 
csscndally as described for prior washes. After non-specifically bound material has 
been cleared, the signal produced by the bound conjugate is detected by conventional 
means. Where an enzyme conjugate is used, an appropriate enzyme substrate is 
provided so a detectable product is formed. More specifically, where a peroxidase is 
the selected enzyme conjugate, a preferred substrate combination is H2O2 and is O- 
phenylencdiamine which yields a colored product under appropriate reaction 
conditions. Appropriate substrates for other enzyme conjugates such as those disclosed 
above arc known to those skilled in the art. Suitable reaction conditions as well as 
means for detecting the various useful conjugates or their products arc also known to 
those skiUed in the an. For the product of the substrate O-phenylenediamine for 
example, light absorbance at 490-495 nm is conveniently measured with a 
specuophotometcr. 

Generally the number of boimd T cells detected will be compared to control 
samples from samples having a different MHC context, c.g. T cells finom an animal that 
does not express the MHC mdeculc used to njake the binding complex. 

An alternative protocol is to provide anti-T cell reagent, e.g. anti-thy-l. anti- 
QMS, etc. bound to the insoluble surface. After adding the sample and washing away 
non-spccificaUy bound T cells, one or a combination of the subject binding complexes 
are added, where the binding complexes are labeled so as not to interfere with the 
binding to T cells. 
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It is i^anicularly convenient in a clinical setting to perform the assays in a self- . 
contained apparatus. A number of such methods are known in the art. The apparams 
will generally employ a continuous flow-path of a suitable filler or xxsemhrane, having at 
least three regions, a fluid transport region, a sample region, and a measuring region. 
The sample region is prevented itam fluid transfer contact with the other portions of the 
flow padi prior to receiving die sample. After the sample region receives the sample, it 
is brought into fluid transfer relationship with the other regions, and the fluid transfer 
region contacted with fluid to permit a reagent solution to pass through the sample 
re^on and into the measuring region. The measuring region may have bound to it the 
muldmeric binding complex, with a conjugate of an enzyme with T cell specific 
andbody employed as a reagent, generally added to the sample before application. 
Alternatively, the binding complex may be conjugated to an enzyme, with T cell 
specific andbody bound to the coeasurement region. 

Detection of T cells is of interest in connection with a variety of conditions 
associated with T cell activation. Such conditions include autoimmune diseases, e.g. 
multiple sclerosis, myasthenia gravis, rhcumaioid arthritis, type 1 diabetes, graft vs. 
host disease. Grave's disease, eic.i various forms of cancer, e.g, carcinomas, 
melanomas, sarcomas, lymphomas and leukemias. Various infectious diseases such as 
those caused by viruses, e.g. HIV-1, hepatitis, herpesviruses, enteric viruses, 
respiratory viruses, rhabdovixus, rubeola, poxvirus, paramyxovirus, morbillivirus, etc. 
are of interest. Infectious agents of interest also include bacteria, such as 
Pneumococcus, Staphylococcus, Bacillus, Streptococcus, Meningococcus, 
Gonococcus, Eschericia, Klebsiella, Proteus, Pseudomonas, Salmonella, Shigella, 
Hemophilus, Yersinia, Listeria, Corynebacterium, Vibrio, Clostridia, Chlamydia, 
Mycobacterium, Helicobacter and Treponema; protozoan pathogens, and the like. T 
cell associated allergic responses may also be monitored, e.g. delayed type 
hypersensitivity or contact hypersensitivity involving T cells. 
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Of particular interest arc conditions having an associadon with a specific pepddc , 
or MHC haplotypc, where the subject binding complexes may be used to track the T 
cell response widi respect to the haploiype and antigen. A laige number of associations 
have been made in disease states that suggest that spcciJBc MHC haplotj^s, or specific 
protein antigens are responsible for disease states. However, direct detection of 
reactive T cells in patient samples has not been iK>ssibIe. Detection and quantitation 
with the subject binding complexes allows such direct detection. As examples, the 
activity of cytolytic T cells against HP/ infected CD4+ T cells may be dctcmnncd with 
the subject methods. The association of diabetes with the DQB 1*0302 (DQ3Ji) allele 
may be investigated by the detection and quantitation of T cells that recognize this MHC 
protein in combination with various peptides of interest. The presence of T cells 
specific for peptides of myelin basic protein in conjunction with MHC proteins of 
multiple sclerosis patients may be dctcraiincd. The antigenic specificity may be 
determined for the large number of activated T cells that are found in the synovial fluid 
of rheuniatoid arthritis patients. It will be appreciated that the subject methods arc 
applicable to a number of diseases and immune-associated conditions. 

The isolation of antigen specific T cells finds a wide variety of applications. 
The isolated T cells cells may find use in the treatment of cancer as in the case of tumor- 
infilo^ting lymphocytes. Specific T cells may be isolated from a patient, expanded in 
culture by cytokines, antigen stimulation, ere, and replaced in the autologous host, so 
as to provide increased immunity against the target antigen. A patient sample may be 
depleted of T cells reactive with a specific antigen, to lessen an autoknmune re^nse. 

The DNA sequence of single T cell receptors having a given antigen specificity 
is detemiined by isolating single ceils by the subject separation method. Conveniendy, 
flow cytometry may be used to isolate single T cells, in conjunction with single cell 
PCR amplification. In order to amplify unknown TCR sequences, ligation anchoi: PGR 
may be used. One amplification primer is specific for a TCR constant region. The 
other primer is ligated to the terminus of cDNA synthesized from TCR encoding 
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mRNA. The variable region is amplified by PGR between the constant region sequence . 
and the ligated primer. 

Inhibidon of immune function may be achieved by inducing anergy of specific 
T cells, or by ablation of reactive T cells. The subject binding complexes allow a 
thcnqjy to be targeted to very specific subsets of T cells. The ability to inhibit immune 
system fiincQons is known to be thexapeudcally useful in treating a variety of diseases 
such as atherosclerosis, allergies, autoimjociune diseases, certain malignancies, arthritis, 
inflammatory bowel diseases, transplant rejection and rcperfusion injury. Specific 
diseases of interest include systemic lupus erythematosus; rheumatoid arthritis; 
polyancritis nodosa; polymyositis and dcmiatomyosiris progressive systemic sclerosis 
(diffuse scleroderma); glomerulonephritis; myasthenia gravis; Sjogren's syndrome; 
Hashimoto's disease; Graves' disease; adrenalitis; hypoparathyroidism; pernicious 
anemia; diabetes; multiple sclerosis, and related demyclinating diseases; uveitis; 
pemphigus and pemphigoid cirrhosis; ulcerative colitis; myocarditis; regional enteritis; 
adult respiratory distress syndrome; local manifestations of drug reactions, such as 
demoadcis, etc.; inflammation-associated or allergic reaction patterns of the skin; atopic 
demiatitis and infantile eczema; contact dermatitis; psoriasis; lichen planus; allergic 
enteropathies; allergic rhinitis; bronchial asthma; transplani rejection, e.g. heart, kidney, 
lung, liver, pancreatic islet ceil, etc.; hypersensitivity or destructive responses to 
infectious agents; poststreptococcal diseases, c.g. cardiac manifestations of rheumatic 
fever^ and the like. 

To ablate specific T cells, the subject binding complexes may be conjugated to a 
toxin moiety. Various cytotoxic agents are known and have been used in conjunction 
with specific binding molecules, niustrative of these compounds are ricin, abrin, 
diphtheria toxin, maytansinoids, cisplatin, and the like. Where there are two subunits, 
only the cytotoxic subuiut may be used, e.g. the a-unit of ricin. The toxin is 
eonjagated to the binding complex, generally by means of a cross-linker, or other 
conjugation that includes a disulfide bond. Toxin conjugates are disclosed in U«S. 
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Patent no. 5^08.020; U.S. Patent no. 4,863,726; U.S. Patent no. 4,916^13; and- 
U.S. Patent no. 5,165.923. The toxin conjugate is administered so as to specifically 
eliminate the target T cells without excrdng significant toxicity against other cells. 

The subject binding complexes may be administered to a host to induce anex^y 
of the specific T ceUs. The binding complex will induce T cell ancrgy upon binding, 
because the co-stimulatory molecules necessary for T cell activation are not present. 
The binding complexes are administered to individuals, preferably mammals, in a 
manner that will maximize the likelihood of the binding coa^lexes reaching the targeted 
T cell and binding to it, and thereby inducing ancrgy. This in turn will inhibit the 
immune response mediated by that T celL 

The dose for individuals of different species and for different diseases is 
dctcnmncd by measuring the effect of the binding complexes on the lessening of these 
parameters which are indicative of the disease being treated. The binding complexes 
will normally be administered parenterally, preferably innavenously. Doses of binding 
complexes in a mouse model will generally range from about 0,5-2 mg/host/week for 
from about 1 to 4 weeks. The dose of the binding complexes may have to be repeated 
periodically depending upon the particular disease. 

When administered parenterally, the binding complexes will be formulated in an 
injectable dosage form (solution, suspension, emulsion) in association with a 
phaimaceutically acceptable parenteral vehicle. Such vehicles are inhcrcndy non-toxic 
and non-thcrapcutic. Examples of such vehicles are water, saline. Ringer's solution, 
dextrose solution, and Hanks' solution. Non-aqueous vehicles such as fixed oils and 
ethyl oleate may also be used. The vehicle tnay contain minor atnounts of additives, 
such as substances that enhance isotonicity and chemical stability, e.g. buffers and 
preservatives. The binding complexes is preferably formulated in purified form 
substantially free of aggregates and other proteins at concentrations of about 
1-50 mg/znl. Suitable phamaceutical vehicles and their formulations are described in 
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Remington's Pharmaceutical Sciences, by E.W. Ivlartin, which is incorporated herein . 
by reference. 

The following examples are offered by way of illustration and not by way of 
limitation. 

A tetrameric MHC antigen-peptide complex can be synthesized as follows. 

Production of a tccramcric MHC piotcin-pcptidc binding complex reagent is 
perforaied as follows. Briefly, plasmid vectors were constructed to express a fusion 
protein of a BirA substrate peptide (BSP) (sec Shatz et al. [1993]) joined to one of the 
chains of a class 11 MHC molecule. The a chain of the murine I-E^ protein was used. 

The fusion protein, termed £c-I-E ^ -BSP, was expressed in £. coli. The 
fusion protein was then folded in vivro with Ec-I-E J and the aP heierodimcrs purified 
on an immunoaf&nity colunon (described in Alcman ct al. [1993] supra, and Wettstcin et 
al. (1991] J. Exp. Med. 714:219-228), The heterodimcrs were biotinylatcd in vivro 
with purified BirA enzyme. Specific antigenic peptides are then inserted into the MHC 
heicrodimcr. The complex is bound to screptavidin previously labeled with Texas Red, 
and purified by gel filtration chrotnatography. 

A plasmid for expression of Ec-I-E^^, BSP can be constmcted as follows. 

Using the polymerase chain reaction, DNA coding for the 15 residue BirA 
substrate peptide (BSP) (SEQ ID NO:l) UIHnJDAQKMVWNHR, was fused (Schatz, 
1993) to the 3* end of a previously described gene for the expression of soluble I-E^ 
in £. coli (Aliman, 1993). An antisense oligonucleotide was designed (SEQ ID NO:2) 
5' CCGGAATTCrTAAOjATGATrCCACACCATrrrOT 

GATGCAGGAGGAGGGTTTTCTCTTC 3\ In the sense direction the 
oligonucleotide pttividcs for the 18 bases corresponding to the C-tciminiis of soluble 
£c-I-E^, 45 bases encoding the BSP, a stop codon and zsxEcoK I restticrion site, plus 
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flanldng bases. The sense primer for ihc PGR, (SEQ ID NO:3) CATATGGCTA- 
GCATCAAAGAGGAACACACCAT has been previously described (Alonan, 1993). 
The gene coding for the £c-I-E^-BSP fusion was amplified using the Ultma 

cQzymc (Pcildn-Elmcr/Cctus) acccxding to instructions from the manufacturer, with the 
suppEed buffer components. The ampliiicadon mixes contained 50 of each d>fTP, 
1 J mM MgQ2 and 0.1 \Lg of the pG£M*£AK plasmid as target DNA. The rcacdon 
mixes were subjected to three cycles of 94**C for 1 min, 45^C for 1 niin, and 72®C for 1 
min. The annealing temperature was then increased from 45*'C to 55°C for 12 
addidonal cycles, followed by a final incubation at 72°C for 7 minutes. 

The PGR product was digested with Nhel and EcoRI and was ligatcd into the 
pGEMEX-1 plasmid (Promcga) digested with the same enzymes. The plasmids were 
transformed into the E. coli strain JM109 and clones containing the correct sequence 
were identified by sequencing of double strand plasmid DNA with Scqucnase 
(AmcrshamAJSB), A plasmid containing the correct sequence for the £c-I-E^-BSP 

gene was used to transform the BL21(DE3) pLysS strain of £. coli for expression of 
the ftzsion protein. 

Ec-I-E*a-BSP expression and in vitro folding can be achieved as follows. 

Inclusion bodies containing the Ec-I-E^-BSP protein were produced following 
established protocols (Airman et aL (1993]), with the following modifications. 
Following expression, the protein was solubilized in a buffer lacking reducing agents 
(e.g. dithiothrcitol or mercaptoeihanol) but containing all previously described 
components (6M guanidinium hydrochloride, 50 mM Tris, pH 8.0. 1 mM EDTA). 
The protdnconcentranon was kept at or below 1 mgAni, and disulfides wcxe allowed to 

form by air oxidation over 3-5 days while the protein was still in denaturant. This 
modified protocol was also followed for the £c-I-E^ chain. 

Soluble £c-I-£^ hctcrodimcrs were produced in large scale in vitro folding 
reactions as described (Airman, 1993), except that glutathione and peptide ligands weie 
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not included in the folding reactions. Empty £c-I-E^ a-BSP/p hctcrodimcrs were • 
isolated by izmnunoaffmity chromatography on a column containing the anti-I-E^ 
monoclonal antibody 14-4-4S as described (Wettstcin, 1991). Column elation buffer 
was exchanged for PBS by diafiltration in Centricon 30 ultrafiltration devices 
(Amicon). 

Enzymatic biotinylation of Ec-I-E'^-BSP can be achieved as follows. 

The plasmid pJS169 is a pACYC184 derivative that directs ovcrcxpression of 
BffA under the coniroJ of the tac promoter. Following expression and bacterial ceil 
lysis, the BirA protein was purified by column chromatography, first on Fast Flow 
Blue Sepharose, and then by ion exchange chrocnatography on a MonoS column 
(Pharmacia). Each batch of BirA is titcrcd for activity in a reaction trux containing 20 
mM Tris (pH 7.5), 5 mM MgCl2, 5 mM ATP, 100 p.M biorin, and 2.3 [iM Ec- 
I-E^BSP. Reactions are incubated for 16 hours at 37^ C. Following removal of free 
biodn by diafiltration on Centricon 30 concentrators, the biotinylation level is assessed 
by a combination of precipitation with strepuvidin-agarpse (Sigma) and quantitation of 
non-prccipitible I-E^ by sandwich ELIS A. Several dilutions of biotinylated £c-I-E^- 
BSP arc incubated with a small volume of strcptavidin-agarose beads overnight at 4**C 
in a buffer containing 2% BSA and 5 mM sodium azide in PBS. Supcraatants from 
these mixes, as well as from control mixes containing unmodified agarose beads, are 
then assayed by ELIS A. 

For the ELIS A, Immulon-4 plates arc coated overnight at 4°C with 14-4-4S at a 
concentration of 3.3 ^Lg/ml in PBS. The plates arc blocked with 2% BSA in PBS 
buffer for 1 hour at room tempcratuze. Serial dilutions of solutions containing £c-I-E^ 
BSP, as well as a standard containing a known concentration of Ec-I-E^, are incubated 
on the plate for 1-2 hours at room temperature. After washing of the plate with wash 
bufiEcr (025% BSA / 0.05% Twccn20 / 5 mM sodium azide). a rabbit anti-I-E^ anriscra 
was applied at a (Klution of 1:4000 to 1:10.000 for 1 hour. Finally, the assay was 
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developed by addition of a mouse absorbed, goat-anti-rabbit-alkalinc phosphaiasc 
conjugate (incubation time 1 hour) and addition of substrate (Sigma AP 104 tablets). 
Typically, 90-l(X)% of the I-E^ is removed from the solutions by precipitation with 
strcptavidin-agarosc, reflecting nearly complete biodnvlation of the £c-I-E^BSP 
protein. £c-I-E^ proteins lacking the BSP arc not biotinylatcd by this protocol, 
strongly suggesting biotinyiation at a single site in the BSP. 

Loading of the bio-Ec-I-E*-BSP with peptide can be achieved as follows. 

Enzymarically biotinylatcd proteins arc loaded with the 88-103 peptide from 
modi cytochrome C SEQ ID NO:4, Al^IERADLiAYLKQATK according to established 
protocols (Wectstein [1991], supra, Reay [1992] stmra). The empty ap heierodimer 
was incubated vnth Mcllvaine's citric acid-phosphate buffer (CPB) at 31^C in 
prcsilanizcd microfugc tubes. Reactions were adjected to pH 7 by addition of 2 M 
Na2KP04. Peptide loaded bio-£c-I-E^BSP molecules arc purified by gel fiitrarion on 
Supcrdcx 200 columns, in a PBS mobile phase. 

Production of bio-Ec-I-E*-BSP tetramers can be achieved as follows. 

Tctiamers were produced by cnixing the bio-£c-l-E^BSP molecules with 
strcptavidin-Tcxas Red (Boehiingcr Mannheim) at a 4:1 molar ratio. To maximize 
pnxiucdon of tetramers, the desired quantity of sirepiavidin is added in 10 equal steps, 
with an incubation time of 15 minutes between additions. This ensures that nearly aU 
of the strcptavidin added ar each addition is saruratcd with bio-£c-I-E^BSP, and after 
the tenth addition, the reaction mixture contains prcdominandy bio-£c-I-E^-BSP 
tetramers, and small amounts of excess strcptavidin and any £c-I-E^BSP protein that 
was not biotinylatcd by BirA. 

The strcptavidin-TR binding reactions arc first concentrated in Ccntricon 30 
devices, and the minor contaniinants are easily removed by gel filtration on Supcrdcx 
200 columns. The letraxncr elutcs firom the cdimm in an early peak, conesponding to a 
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molecular weight of approxicnately 250,000, while the contaminants have molecular 
weights near 50,000. The labeled cctramcrs arc concentrated to a concentradon of 3-4 
mgAnl and arc stored in PBS + 5 mM sodium azidc at 4^C in amber vials prior to use. 

Labeling of antigen-specific T cells with a tetrameric MHC antigen-peptide complex 
can be achieved as follows. 

Cells from the draining lymph nodes of a 5C,C7 T cell receptor (TCR) 
transgenic mouse arc mixed with lymph node cells from a non-transgcnic AKR/J 
mouse at varying rados. The transgenic mouse is described in Seder et aL (1992) 
Exp. Med. 176:1091-1098. It is transgenic for the a and ji chain of the 5C.C7 T cell 
receptor. The 5C.C7 mouse has a BIO-BR generic background, which is I-E*^ and Thy 
L2 positive, while the AKR/J strain is also I-E*^ positive, but is Thy 1.2 negative. The 
Thy 1 allotypic marker therefore allows easy idenuficarion of T cells from the 
transgenic mouse. FACS plots display cells which are gated to be CD4+ and negative 
for CDS, B220, and Mac-1 using the Desk software at the Stanford FACS facility, data 
shown in Figure 1 . 

The antibodies and concentrations used in the staining experiments are listed 
in Table 1. 



Table 1 



Antigen 


Staining 
Reapnc 


Labd 


Supplier 


Ebnal 
Concentration 


CD4 


YT5 191.1 


APC 


Caltag 


10|Ig^al 


CDS 


53-6.7 


PE 


Phartningcn 


10M.gAnl 


B220 


RA3-6B2 


PE 


Fhartoingen 


IOm-eAbI 


Mbc-1 


Ml^O 


PE 


Fhanningen 


lOugAixl 


Thy 12 


53-2.1 


FTTC 


Pbarmingcn 


lOp-gtol 




Strep tavidin 


Texas Red 


Boehxingcr- 
Mannbeiin 


lO^g/ml 


TCR 


Binding 
complex 


Texas Red 




70 
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2 X 10^ cells, at a concentration of 4 x 10^ ccUs/ml were incubated with the 
staining reagent for 30-60 minutes at The cells were washed once with PBS + 
2% FCS prior to analysis. The data shown in Figure 1 results from the analysis of 
5 X 10^ cells. The data in Figure 2 was obtained from analysis of 5 x 10^ cells. 

The mixing experiment demonstrates that die multimeiic labeling reagent will 
bind to the transgenic cells, even in a large background of non-transgenic cells, many 
of which also recognize peptides bound to I-E^. 

The staining with the subject labeling reagent was shown to be specific for the 
transgenic T cell receptor by the following experiment. 5CC7 transgenic lymph node 
cells were prcblocked with KI25 monoclonal antibody, which is specific for the TCR 
Vp3 variable regions (The 5CC7 TCR transgenc is Vp3 / Val 1). These cells were then 
stained with the subject labeling rcagcnL The data is shown in Figure 2. The displayed 
cells were gated to be positive for CD4 and negative for B220, CDS and Mac-l, The 
KJ25 antibody completely blocked binding of the MHC reagent at the higher 
concentration. 

It is evident from the above results that the subject invention provides for a 
novel method of specifically labeling T cells according to their antigen receptor. Stable 
mulcimeric complexes of MHC proteins and specific antigenic peptides are able to bind 
to T cells recognizing the complex, aUowing the labeling, analysis and separation of the 
particular T cell subset The invention allows for the tracking and separation of specific 
TceUs. 
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Construction of a diphtheria toxin binding mutant was carried out as follows. 

In order to use the Diphtheria Toxin (DT) moiety in association with soluble *trimer' 
of MHC Class 1 molecules it is first necessary to mutate DT so that it is xmable to bind 
to natural recptor (HB-EGF Precursor). The mutated protein must still be able to 
translocate across a biological membrane (the early endosomal membrane), and also 
retain its catalytic activity (ADP-ribosylation of EF-2). 

The crystal structure of DT, solved to 2.3A, revealed that the toxin consists of three 
domains corresponding to the three basic steps in the action of the toxin: the C domain 
(catalytic, amino-tenninal), the T domain (transmembrane, intermediate location), and 
the R domain (receptor binding, carboxyl-terminal). Initial identification of the regions 
involved in receptor interaction came from various studies using peptide fragments of 
DT that exhibit receptor-blocking activity and from mutations that affect receptor 
binding. As a whole these findings indicated that the receptor-binding site of DT lay 
within the toxin's carboxyl-terminal 54 residues. However, no specific residues within 
this region were identified. There is strong evidence that 2 specific residues, Lys-516 
and Phe-530, were involved in receptor recognition, and 4 additional residues were 
implicated as playing lesser roles. Mutations of both of these residues to an Ala 
residue (K516A and F530A), resulted in significant reductions m the ability of the 
mutated toxin to compete with radio-labelled wild-type toxin for receptors. K516A 
caused a -500-fold reduction, and F530A gave a - 100-fold reduction. 

It has now been shown that the glutamic acid at position 141 of the DT receptor is 
critical for toxin binding. Mutating Glu 141 to His 141 gave a - 100-fold reduction 
in binding of the receptor to the toxin. Glu 141 of the receptor interacts with Lys 516 
of DT. A complex of DT with an extracellular fragment of the HB-EGF precursor 
receptor was crystallised and the stmcture solved to 2.65A resolution. 

From this structure it seemed that the Glu at position 141 in the receptor could interact 
with the Lys at 516 of the toxin. Mutation at Lys 516 to an Ala resulted in a — 500- 
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The Phe at position 530 in DT was also implicated in having a binding role. The exact 
interaction of the receptor and the toxin in this region is still unclear. 

In addition the serine at position 147 in the receptor is considered to interact with the 
Phe at 530 of DT. The complete R Domain, or just part of it, could be deleted, 
however mutation of the residues involved in receptor binding has been considered to 
be more effective, thereby maintaining a structure that is as near wild-type as possible. 
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fold reduction in binding. 



The mutations that have been made are at Lys 516 and Phe 530 both to Ala to give a 
double mutant that has negligible binding to its native receptor. 

Mutations were performed using degenerate primers so diat the following replacements 
could be obtained. 





Position 516 


Position 530 


WT 


Lys 


Phe 


F530A 


Lys 


Ala 


F530S 


Lys 


Ser 


(F530V) 


Lys 


Val 


KS16A 


Ala 


Phe 


K516A; F530A 


Ala 


Ala 


K516A; F530S 


Ala 


Ser 


(K516A; F530V) 


Ala 


Val 


K516E 


Glu 


Phe 


K516E; FS30A 


Glu 


Ala 


K516E; F530S 


Glu 


Ser 


(K516E; F530V) 


Glu 


Val 


(K516T) 


Thr 


Phe 


(K516T; F530A) 


Thr 


Ala 


(K516T; F530S) 


Thr 


Ser 


(K516T; F530V) 


Thr 


Val 



The double mutations shown in Bold have been shown to be particularly effective and 
their respective single mutations reduced binding. The mutations shown in brackets 
are a result of the degenerate primers used, these also yield effective mutants. 
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The complete protein contained the following: 

1) Amino-terminal 6x His-Tag (purification) 

2) Active site mutation (E148S) to allow expression of full-length 
DT. This site is reverted to wild-type after receptor binding 
ability has been abolished. 

3) Mutation at 516 and 530 (reduce/knock out binding) 

4) Carboxyl-terminal BirA-Tag (attachment to the 'trimer' complex) 

The constmct was expressed from the vector pET-15b (which contains a N'-His-Tag) 
in BL21 (DE3) E.coli cells. 

Binding assays were performed studying mutant DT in competition with radio-labelled 
DT. Activity assays were performed by acid-shock of target cells to allow 
translocation across the plasma membrane. 

This description of the invention is merely illustrative thereof and it should therefore 
be appreciated that various variations and modifications can be made without departing 
from the spirit or scope of the invention as set forth in the acconq>anying claims. 
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Claims 

1 A method comprising binding a moiety to a ceil at a temperature of greater than 
5*^0, wherein the moiety binds to a receptor on said cell that recognises an MHC 
peptide complex. 

2 A method according to claim 1, wherein said temperature is from 30 to 38 °C. 

3 A method according to claim 1 or claim 2 that includes a step of detecting that 
binding of the moiety to the cell has occurred. 

4 A method according to any preceding claim, wherein the temperature is lowered 
following and a step is included to remove cells with receptors binding to 
moieties at a lower specificity than binding of said moiety to said cell. 

5 A method according to claim 4, wherein said step comprises performing one or 
more washes. 

6 A method according to any preceding claim that includes sorting cells into 
different types. 

7 A method according to any preceding claim, wherein the cell binding to the 
moiety is amplified. 

8 A method according to any preceding claim, wherein the moiety comprises an 
active agent. 

9 A method according to claim 8, wherein the active agent is a therapeutic agent or 
a diagnostic agent. 
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10 A method according to claim 8, wherein the active agent is a toxin or an 
immunosupressant , 

1 1 A method according to claim 8, wherein the active agent is a label ^ 

12 A method according to claim 8, wherein the active agent is an agent that is active 
when internalised by said cell. 

13 A method according to claim 12 wherein the active agent is only active when 
internalised or has increased activity when internalised. 

14 A method according to any preceding claim, wherein said cell is a T cell. 

15 A method according to claim 14, wherein said cell is a cytotoxic T cell. 

16 A method according to any preceding claim that is performed in vitro. 

17 The use of a method according to any of claims 1 to 16 in achieving 
intemalisation of an active agent. 

18 The use of a method according to any of claims 1 to 16 in screening for a 
theraj)eutically active cell. 

1 9 A cell that has been screened by a method according to claim 1 8 or a cell derived 
from such a cell by amplification. 

20 The use of a method according to any of claims 1 to 16 in screening for a harmful 
cell. 

21 The use of a method according to any of claims 1 to 16 in killing a harmful cell 
or in rendering a harmful cell less harmful. 
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22 A moiety comprising a first part that binds to a receptor that recognises an 
MHC peptide complex and a second part comprising an active agent that is 
internalised by a cell expressing said receptor after said first part binds to said 
receptor. 

23 A moiety according to claim 22, wherein said agent only becomes active after 
intemalisation, or has increased activity after intemalisation. 

24 A moiety according to claim 22 or 23 which comprises a toxin molecule. 

25 A moiety according to claim 24 wherein the toxin molecule is diphtheria toxin 
molecule. 

26 A moiety according to claim 24 or 25 wherein the toxin molecule is modified 
so that its ability to bind with its native receptor is negligible, 

27 A moiety according to claim 25 or 26 wherein the diphtheria toxin molecule is 
modified by mutation of one or more amino acids at sites selected from Lys 516 
or Phe 530. 

28 A moiety according to claim 27 wherein Lys 516 and/or Phe 530 are modified 
to an amino acid selected from the group consisting of Ala, Glu, Thr. Ser and 
Val. 

29 A moiety according to claim 27 or 28 wherein Lys and Phe 530 are modified 
to Ala. 

30 The use of a moiety according to any one of claims 22 to 29 in achieving 
intemalisation of an active agent. 



.31 



A kit comprising a moiety as described in any one of claims 1 or 22 to 29, 
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wherein the kit comprises instructions to use said moiety at a temperature 
within the range given in claim 1 or claim 2. 

32 An apparatus for performing a method as described in any of claims 1 to 16. 

33 A kit comprising an apparatus according to claim 26 and a moiety as described 
in any one of claim 1 or claims 22 to 29. 

34 A moiety according to any one of claims 22 to 29, or a cell according to claim 
19, for use in medicine. 

35 The use of a moiety according to any one of claims 22 to 29, or a cell 
according to claim 19, in the preparation of a medicament for treating a 
disorder involving T cells. 

36 The use of a moiety according to any one of claims 22 to 29, or a cell 
according to claim 19, in the preparation of a medicament for treating a viral, 
protozoan, bacterial, or immune disorder, or for treating cancer. 

37 The use according to claim 36, wherein the immune disorder is an autoinmiune 
disorder or an undesired rejection of transplanted material. 

38 A pharmaceutical composition comprising a moiety according to any one of 
claims 22 to 29, or a cell according to claim 19. 

39 The invention substantially as hereinbefore described. 
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